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DETAILED ACTION 
Claims 12-15 and 21-33 are pending. 

Election/Restrictions 

Applicant's election with traverse of Group III (claims 12-15) in the reply filed on 
December 7, 2005 is acknowledged. The traversal is on the ground(s) that (a) the method of 
treatment of Group I is drawn to pulmonary infections only caused by gram-negative bacteria; 
(b) Group II should be examined with Group I, because the infections treated by the methods of 
Group I can only be affected successfully using aztreonam lysinate; (c) the compositions of 
Group III are required for the successful use of the methods of Group I and both groups I and II 
have the same class (514) and subclass (562); Group IV should not be restricted, because it is 
also classified in class 514, subclass 562. This traversal is moot, due to Applicant's cancellation 
of the non-elected claims. 

The Examiner notes that the Applicant failed to address the generic species elections of a 
composition form (i.e. powders or aerosolizable solutions) and a specific gram-negative bacteria, 
originally stated in claims 1 and 3, respectively. 

The requirement is still deemed proper and is therefore made FINAL. 

Specification 

The incorporation of essential material in the specification by reference to an unpublished 
U.S. application, foreign application or patent, or to a publication is improper. Applicant is 
required to amend the disclosure to include the material incorporated by reference, if the material 
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is relied upon to overcome any objection, rejection, or other requirement imposed by the Office. 
The amendment must be accompanied by a statement executed by the applicant, or a practitioner 
representing the applicant, stating that the material being inserted is the material previously 
incorporated by reference and that the amendment contains no new matter. 37 CFR 1 .57(f). 

The lengthy specification has not been checked to the extent necessary to determine the 
presence of all possible minor errors. Applicant's cooperation is requested in correcting any 
errors of which applicant may become aware in the specification. 

Claim 12 is objected to because of the following informalities: the Examiner believes the 
word "to" in line 7, should be replaced by the word "of. Appropriate correction is required. 

Claim Rejections - 35 USC § 112 
The following is a quotation of the second paragraph of 35 U.S.C. 112: 

The specification shall conclude with one or more claims particularly pointing out and distinctly claiming the 
subject matter, which the applicant regards as his invention. 

Claims 27 and 28 are rejected under 35 U.S.C. 112, second paragraph, as being 
indefinite for failing to particularly point out and distinctly claim the subject matter which 
applicant regards as the invention. 

The term "substantially" in claim 27 is a relative term, which renders the claim indefinite. 
The term "substantially" is not defined by the claim, the specification does not provide a standard 
for ascertaining the requisite degree, and one of ordinary skill in the art would not be reasonably 
apprised of the scope of the invention. A person of ordinary skill in the art at the time of the 
instant invention would be unable to ascertain what Applicant considers the appropriate meaning 
of the phrase: "substantially free of an ethyl ester contaminant". 
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The term "reduced" in claim 28 is a relative term, which renders the claim indefinite. 
The term "reduced" is not defined by the claim, the specification does not provide a standard for 
ascertaining the requisite degree, and one of ordinary skill in the art would not be reasonably 
apprised of the scope of the invention. A person of ordinary skill in the art would not be able to 
ascertain what Applicant considers a "reduced" quantity of beta lactams ring contaminant. 



Claim Rejections - 35 USC § 103 
The following is a quotation of 35 U.S.C. 103(a) which forms the basis for all 
obviousness rejections set forth in this Office action: 

(a) A patent may not be obtained though the invention is not identically disclosed or described as set forth in 
section 102 of this title, if the differences between the subject matter sought to be patented and the prior art are 
such that the subject matter as a whole would have been obvious at the time the invention was made to a person 
having ordinary skill in the art to which said subject matter pertains. Patentability shall not be negatived by the 
manner in which the invention was made. 

The factual inquiries set forth in Graham v. John Deere Co., 383 U.S. 1, 148 USPQ 459 
(1966), that are applied for establishing a background for determining obviousness under 35 
U.S.C. 103(a) are summarized as follows: 

1 . Determining the scope and contents of the prior art. 

2. Ascertaining the differences between the prior art and the claims at issue. 

3. Resolving the level of ordinary skill in the pertinent art. 

4. Considering objective evidence present in the application indicating obviousness 
or nonobviousness. 

This application currently names joint inventors. In considering patentability of the 
claims under 35 U.S.C. 103(a), the examiner presumes that the subject matter of the various 
claims was commonly owned at the time any inventions covered therein were made absent any 
evidence to the contrary. Applicant is advised of the obligation under 37 CFR 1 .56 to point out 
the inventor and invention dates of each claim that was not commonly owned at the time a later 
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invention was made in order for the examiner to consider the applicability of 35 U.S.C. 103(c) 
and potential 35 U.S.C. 102(e), (f) or (g) prior art under 35 U.S.C. 103(a). 

Claims 12-15 and 21-33 are rejected under 35 U.S.C. 103(a) as being unpatentable 
over Kuo et al. (U.S. Patent No. 6,518,239) in view of Bastin, R, J. ("Salt Selection and 
Optimisation Procedures for Pharmaceutical New Chemical Entities" Org. Proc. Res. & 
Develop. 2000, 4, 427-435). 

The pending claims of the instant application are product-by-process claims and are 
therefore treated as compositions. Procedural steps, which have no effect on the make up of the 
composition, are given no weight in this examination (e.g. administration). 

Kuo teaches highly dispersible formulations comprising an active agent and peptides, 
wherein the compositions exhibit superior aerosol properties and are preferred for aerosolized 
administration to the lung (i.e. inhalation) (abstract). 

Kuo teaches that the dry powders of the invention are characterized by both physical and 
chemical stability upon storage . In one embodiment, the chemical stability of the dry powder 
is characterized by degradation of less than about 5% by weight of the active agent upon storage 
of the dry powdered composition under ambient conditions for a period of three months (col. 2, 
lines 42-51). 

Kuo teaches highly desirable dry powder formulations comprising an active agent, 
wherein the preferred active agents include, for example, respiratory drugs (col. 6, line 29); anti- 
infectives (e.g. antibiotics) (col. 6, lines 34-35), gram negative microorganism active agents 
(e.g. ampicillin), monbactams. such as aztreonam (col. 7, lines 42-44), and the acceptable 
salts may include phosphate, chloride , lactate, stearate, etc. (col. 5, lines 23-33 and col. 7, lines 
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50-5 1). The active agent is delivered in doses from about 0.001 mg/dav to 100 mg/day (col. 8, 
lines 5-13). The term "aztreonam" encompasses all forms of aztreonam such as the alpha and 
beta forms. 

Kuo teaches that the therapeutically effective amount of active agent in the formulations 
will vary widely depending on the particular agent, its activity, the severity of the condition to be 
treated, the patient population, dosing requirements, and the desired therapeutic effect (col. 7, 
lines 64-67 and col. 8, lines 1-4). 

Kuo teaches that more than one active agent may be incorporated into the formulations 
(col. 8, lines 15-17). 

Example 1 (Tables 1-4) shows a pH range of from about 4.0 to about 10.0 and Kuo 
teaches the compositions may comprise a pH adjusting agent or a buffer (col. 10, lines 38-45). 
The formulations may be in a dry powder or liquid form (i.e. solutions or colloidal 
suspensions) . The active agent can be dissolved in a solvent (water, ethanol, ethanol-water, 
saline) . The dry powder formulations can be made by lyophilization, spray drying , spray freeze- 
drying, etc. (col. 11, lines 2-19, col. 12, lines 23-26). The devices suitable for delivery of said 
formulations are discussed in columns 14-15. The said devices include dry powder inhalers, 
metered dose inhalers, and nebulizers . It is also disclosed that alternatively, the powders may 
be dissolved or suspended in a solvent such as water , ethanol, or saline and administered by 
nebulization (col. 15, lines 30-35). 

Kuo lacks the teaching of a lysine salt form of aztreonam. 

The teachings of Bastin have been set forth above. 
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The following reference, Purification of Laboratory Chemicals (PLC), 4 th Edn., Elsevier: 1996, 
Chapter 1 , is provided to demonstrate what was well known in the art regarding the physical 
purification of organic compounds. 

PLC teaches that by suitable manipulation it is often possible to reduce the levels of 
impurities to acceptable limits, but absolute purity is an ideal, which, no matter how closely 
approached, can never be attained (page 1 , 2 nd to last sentence in the General Remarks section). 

PLC teaches that if a solution contains extraneous colored material likely to contaminate 
the desired product, this can often be removed by adding some activated charcoal 
(decolorizing carbon) (page 12, 2 nd section in the section entitled "Recrystallization"). 

PLC teaches that filtration removes particulate impurities from liquids and is also 
used to collect insoluble or crystalline solids, which separate or crystallize from solution (page 
13, first sentences in the section entitled "Filtration"). 

It would have been obvious to a person of ordinary skill in the art at the time of the 
instant invention to combine the teachings Kuo and Bastin, because Kuo teaches formulations 
comprising aztreonam and its pharmaceutical^ acceptable salts. Kuo discloses an inhalable 
formulation comprising an active agent such as aztreonam, in either dry powder form or solution, 
where the dose is from 0.001 to 100 mg/day, wherein the solvent is water, ethanol, ethanol- 
water, or saline. Regarding claims 12-15 and 22-24, it would have been apparent to a skilled 
artisan that optimization of the amounts of the different components in a particular dosage form 
(e.g. an aqueous solution or dry powder) would be modified depending on the severity of the 
infection to be treated, the patient needing treatment, etc., as taught by Kuo. Furthermore, The 
amount of a specific ingredient in a composition is clearly a result effective parameter that a 
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person of ordinary skill in the art would routinely optimize. Optimization of parameters is a 
routine practice that would be obvious for a person of ordinary skill in the art to employ. It 
would have been customary for an artisan of ordinary skill to determine the optimal amount of 
each ingredient needed to achieve the desired results. Thus, absent some demonstration of 
unexpected results from the claimed parameters, the optimization of ingredient amounts would 
have been obvious at the time of applicant's invention. Because the therapeutically effective 
amount of an active agent required is affected by the severity of the condition to be treated, the 
patient population, and the desired therapeutic effect, it would have been obvious to a skilled 
artisan to modify the dosing requirements in a given treatment to obtain the best therapeutic 
response in a subject treated with said compositions. Finally, a skilled artisan would have had a 
reasonable expectation of successfully combining the teachings of Kuo and Bastin, because Kuo 
teaches inhalable pharmaceutical formulations comprising active agents and/or pharmaceutical ly 
acceptable salts thereof, and Bastin teaches the motivation for using salts, with lysine salts given 
as an example of commonly employed amino acid salt forms. It would have been apparent to a 
skilled artisan that Kuo's dry powder formulations are stable, because Kuo reported a 
degradation of less than 5% in a period of three months. 

Claims 12-15 and 21-33 are rejected under 35 U.S.C. 103(a) as being unpatentable 
over Varia et al. (EP 0297580) in view of Bastin, R. J. ("Salt Selection and Optimisation 
Procedures for Pharmaceutical New Chemical Entities" Org. Proc. Res. & Develop. 2000, 4, 
427-435) and Akehurst (U.S. Patent No. 6,303,103). 
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The pending claims of the instant application are product-by-process claims and are 
therefore treated as compositions. Procedural steps, which have no effect on the make up of the 
composition, are given no weight in this examination (e.g. administration steps) . 

Varia teaches the preparation of the amorphous form of alpha- and beta- aztreonam and 
its pharmaceutically acceptable salts . The use of the amorphous aztreonam in pharmaceutical 
formulations results in products with good stability along with low particulate contamination 
(column 1, lines 10-19). 

Varia teaches that freeze-dried or lyophilized L-arginine aztreonam salt for injection is 
prepared by mixing the required amount of alpha- or beta- aztreonam and 90% of the required L- 
arginine together (column 1, lines 28-31). An in-process titration of alpha-aztreonam and L- 
arginine is used to determine the amount of arginine required (see Examples 3-4). 

Varia teaches that the pH is adjusted via the addition of L-arginine to a pH value of 5.0 , 
and the resulting solution is clarified and aseptically filtered (column 1, lines 39-42). The 
resulting solution is transferred to the appropriate container and freeze-dried by conventional 
methods (i.e. lyophilized). The lyophilized product is reconstituted in diluent , using various 
volumes of diluent and quantities of aztreonam, depending on the intended use. Acceptable 
diluents are water, and others known to one skilled in the art (column 1, lines 47-56). 

Varia teaches that other basic materials can be mixed with crystalline aztreonam to yield 
the desired lyophilized aztreonam salt product for reconstitution (column 2, lines 36-38). 

Varia lacks the teaching of aztreonam lysinate (i.e. the lysine salt of aztreonam), alpha- 
aztreonam lysinate, and inhalable powders or aerosolizable solutions. 



Application/Control Number: 10/613,639 Page 10 

Art Unit: 1616 

Bastin teaches that the selection of an appropriate salt form for a new chemical entity 
provides the pharmaceutical chemist and formulation scientist with the opportunity to modify the 
characteristics of the potential drug substance and to permit the development of dosage forms 
with good bioavailability , stability , manufacturability, and patient compliance . Salts are most 
commonly employed for modifying aqueous solubility , however the salt form will influence a 
range of other properties such as melting point, hygroscopicity, chemical stability , dissolution 
rate, solution pH , crystal form, and mechanical properties (abstract). 

Bastin teaches that drug candidates are usually free bases, free acids, or neutral 
molecules, rather than their salts (page 427, right hand column, 1 st paragraph). 

Bastin teaches that for weakly basic drug substances, salts of amino acids (arginine or 
lysine) , etc. could be considered (Table 1 and page 2 nd paragraph, right hand column, both on 
page 428). 

Akehurst teaches aerosol formulations for the administration of medicines by inhalation 
(abstract), which may contain a combination of two or more active ingredients. Aerosol 
compositions containing two active ingredients are known for the treatment of respiratory 
disorders. Acceptable medicaments for use in the Akehurst's formulations include, anti- 
infectives , including penicillins (col. 3, line 46) . Akehurst also teaches that it is clear to a 
person of skill in the art that medicaments may be used in the form of salts (e.g. alkali metal or 
amine salts or as acid additions salts) or as esters or solvates to optimize activity, and/or stability, 
and/or to minimize solubility of the medicament in the propellant (col. 3, lines 29-67). 
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The following reference, Purification of Laboratory Chemicals (PLC), 4 th Edn. y Elsevier: 
1996, Chapter 1, is provided to demonstrate what was well known in the art regarding the 
physical purification of organic compounds. 

PLC teaches that by suitable manipulation it is often possible to reduce the levels of 
impurities to acceptable limits, but absolute purity is an ideal, which, no matter how closely 
approached, can never be attained (page 1 , 2 nd to last sentence in the General Remarks section). 

PLC teaches that if a solution contains extraneous colored material likely to contaminate 
the desired product, this can often be removed by adding some activated charcoal 
(decolorizing carbon) (page 12, 2 nd section in the section entitled "Recrystallization"). 

PLC teaches that filtration removes particulate impurities from liquids and is also 
used to collect insoluble or crystalline solids, which separate or crystallize from solution (page 
13, first sentences in the section entitled "Filtration"). 

It would have been obvious to a person of ordinary skill in the art at the time of the 
instant invention to combine the teachings of Varia, Bastin, and Akehurst, because Bastin 
teaches the development of salt forms of a candidate drug (influencing chemical stability, 
solubility, solution pH, etc), including the use of lysine salts, is commonly practiced in the art 
and Akehurst teaches medicinal aerosol formulations comprising anti-infectives for 
administration by inhalation. A skilled artisan would be motivated to use a lysine salt of alpha- 
aztreonam in lieu of the arginine and would have a reasonable expectation of success in the use 
of a lysine salt in lieu of an arginine salt, because lysine salts are known pharmaceutical^ 
acceptable salt forms of drug candidates (Bastin). The optimization of a composition's purity by 
the reduction of the amount of impurities present would have been obvious to a person of 
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ordinary skill in the art at the time of the instant invention. Routine optimization of an alpha- 
aztreonam lysinate composition would have yielded a composition having minimal amounts 
lower than 1%. It would have been apparent to a person of ordinary skill that a reduction of the 
levels of impurities would also enhance the stability of a composition. It would also have been 
obvious to a skilled artisan to make an inhalable composition, because aerosol formulations 
containing two medicaments are known for the treatment of respiratory disorders (Akehurst). 
The amount of a specific ingredient in a composition is clearly a result effective parameter that a 
person of ordinary skill in the art would routinely optimize. Optimization of parameters is a 
routine practice that would be obvious for a person of ordinary skill in the art to employ. It 
would have been customary for an artisan of ordinary skill to determine the optimal amount of 
each ingredient needed to achieve the desired results. Thus, absent some demonstration of 
unexpected results from the claimed parameters, the optimization of ingredient amounts would 
have been obvious at the time of applicant's invention. 



Double Patenting 

The nonstatutory double patenting rejection is based on a judicially created doctrine 
grounded in public policy (a policy reflected in the statute) so as to prevent the unjustified or 
improper timewise extension of the "right to exclude" granted by a patent and to prevent possible 
harassment by multiple assignees. A nonstatutory obviousness-type double patenting rejection is 
appropriate where the conflicting claims are not identical, but at least one examined application 
claim is not patentably distinct from the reference claim(s) because the examined application 
claim is either anticipated by, or would have been obvious over, the reference claim(s). See, e.g., 
In re Berg, 140 F.3d 1428, 46 USPQ2d 1226 (Fed. Cir. 1998); In re Goodman, 1 1 F.3d 1046, 29 
USPQ2d 2010 (Fed. Cir. 1993); In re Longi, 759 F.2d 887, 225 USPQ 645 (Fed. Cir. 1985); In re 
Van Ornum, 686 F.2d 937, 214 USPQ 761 (CCPA 1982); In re Vogel, 422 F.2d 438, 164 USPQ 
619 (CCPA 1970); and In re Thorington, 418 F.2d 528, 163 USPQ 644 (CCPA 1969). 

A timely filed terminal disclaimer in compliance with 37 CFR 1.321(c) or 1.321(d) may 
be used to overcome an actual or provisional rejection based on a nonstatutory double patenting 
ground provided the conflicting application or patent either is shown to be commonly owned 
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with this application, or claims an invention made as a result of activities undertaken within the 

scope of a joint research agreement. 

Effective January 1 , 1 994, a registered attorney or agent of record may sign a terminal 
disclaimer. A terminal disclaimer signed by the assignee must fully comply with 37 CFR 
3.73(b). 

Claim 12-15, 21-25, and 29-33 are provisionally rejected on the ground of 
nonstatutory obviousness-type double patenting as being unpatentable over claims 39-45 
and 47 of copending Application No. 10/654,815 (copending 4 815) in view of Bastin et al. 
("Salt Selection and Optimisation Procedures for Pharmaceutical New Chemical Entities" 
Org. Proc. Res. & Develop. 2000, 4 y 427-435). 

Although the conflicting claims are not identical, they are not patentably distinct from 
each other because these claims are overlapping in scope and/or have the same limitations. The 
intended uses suggested in claims 39-40 in copending '815 and in claims 14 and 19 of the instant 
application have been given no weight, because these are composition claims. Similarly, method 
steps in composition claims not affecting the composition (e.g. administration) have not been 
given any weight in the examination. 

The claims of the instant application are drawn to alpha-aztreonam lysinate, whereas 
those of the copending application are drawn to aztreonam or a pharmaceutical ly acceptable salt 
thereof. The term aztreonam encompasses all the different forms of aztreonam (e.g. alpha, beta, 
delta, etc.). 

Claims 41-46 of copending '815 are drawn to pharmaceutical ly acceptable salts selected 
from a Markush group that does not include lysinate. 

Bastin et al. teaches that it is desirable to use salt forms of potential drug candidates, 
including, for example, salts formed from cationic amino acids such as lysine, arginine, and 
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histidine (abstract; 1 st paragraph, right column, on page 427; Table 1 on page 428; and 2 nd 
paragraph, right column, on page 428). 

It would have been apparent to a person of ordinary skill at the time of the instant 
application that a lysinate salt of alpha-aztreonam is obvious over other pharmaceutical^ 
acceptable salt forms. A skilled artisan would have been motivated to use the teachings of 
copending c 815 in view of the teachings of Bastion et al., because the use of salts of 
pharmaceutical actives is well known in the art. A skilled artisan would also have had a 
reasonable expectation of successfully using a salt of a known active agent per the art-accepted 
practices and knowledge regarding salts of drug candidates. 

This is a provisional obviousness-type double patenting rejection because the conflicting 
claims have not in fact been patented. 

Claims 12-15 and 21-29 are provisionally rejected on the ground of nonstatutory 
obviousness-type double patenting as being unpatentable over claims 11, 14-17, 20 and 22 
of copending Application No. 10/882,985 (copending '985). Although the conflicting claims 
are not identical, they are not patentably distinct from each other because these claims are 
overlapping in scope and/or have the same limitations. Both claim sets in the instant application 
and copending '985 are drawn to compositions comprising powdered aztreonam lysinate, saline 
or other solutions of aztreonam lysinate, dosages of aztreonam lysinate in solution or powdered 
form 

This is a provisional obviousness-type double patenting rejection because the conflicting 
claims have not in fact been patented. 
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Any inquiry concerning this communication or earlier communications from the 
examiner should be directed to James H. Al strum- Ace vedo whose telephone number is (571) 
272-5548. The examiner can normally be reached on M-F, 9:00-5:30. 

If attempts to reach the examiner by telephone are unsuccessful, the examiner's 
supervisor, Sreeni (Paddy) Padmanabhan can be reached on (571) 272-0629. The fax phone 
number for the organization where this application or proceeding is assigned is 571-273-8300. 

Information regarding the status of an application may be obtained from the Patent 
Application Information Retrieval (PAIR) system. Status information for published applications 
may be obtained from either Private PAIR or Public PAIR. Status information for unpublished 
applications is available through Private PAIR only. For more information about the PAIR 
system, see http://pair-direct.uspto.gov. Should you have questions on access to the Private PAIR 
system, contact the Electronic Business Center (EBC) at 866-217-9197 (toll-free). 

James H. Alstrum-Acevedo, Ph.D. 



Examiner 
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Abstract: 

Selection of an appropriate salt form for a new chemical entity 
provides the pharmaceutical chemist and formulation scientist 
with the opportunity to modify the characteristics of the 
potential drug substance and to permit the development of 
dosage forms with good bioavailability, stability, manufactur- 
ability, and patient compliance. Salts are most commonly 
employed for modifying aqueous solubility, however the salt 
form selected will influence a range of other properties such as 
melting point, hygroscopicity, chemical stability, dissolution 
rate, solution pH, crystal form, and mechanical properties. 
Where possible, a range of salts should be prepared for each 
new substance and their properties compared during a suitable 
preformulation program. Since it is normally possible to fully 
develop only one salt form, its properties should be appropriate 
to the primary route of administration and dosage form. An 
understanding of the influence of drug and salt properties on 
the finished product is essential to ensure selection of the best 
salt. The drug properties required for one dosage form may 
be quite different from those required for another. A well 
designed salt selection and optimisation study provides a sound 
base on which to build a rapid and economic product develop- 
ment programme. 

Introduction 

Modern drug discovery processes involve the screening 
of vast numbers of compounds that may have been made by 
the Company's research laboratories over many years. Added 
to these may be the many thousands of compounds that have 
been manufactured as libraries of structurally related series 
by "combinatorial chemistry" techniques. All of these 
compounds are generally dissolved in dimethylsulphoxide 
(DMSO) solution and screened in an enzyme- or receptor- 
based assay system. If the number of "hits" produced is large, 
the numbers are usually refined by further screening and 
selection until a manageable number of "leads" is available. 
Many of these leads will show only weak or moderate 
activity and further refinement and optimisation is invariably 
necessary. These optimisation procedures usually involve 
numerous structural modifications, aided by computational 
techniques, until a small number (usually 1—5) of highly 
active "candidates" remain. 

* To whom correspondence should be sent, 
t Preformulation Department, Pharmaceutical Sciences. 
1 World-Wide Physical Chemistry Department, Discovery Chemistry. 
1 Current address: M. J. Bowkcr Consulting Ltd., 36, Burses Way, Hutton, 
Brentwood, Essex CM 1 3 2PS, UK 



These candidates are usually free bases, free acids, or 
neutral molecules, rather than their salts. Also, because of 
the generally higher molecular weights of modem drug 
substances and the increased use of DMSO solutions in the 
screening processes, it is becoming apparent that there is a 
tendency towards ever more lipophilic candidates being 
presented. Frequently, when first proposed as potential 
development candidates, they are often amorphous or 
partially crystalline as little effort has been made to 
investigate formal crystallisation procedures. The need for 
water-soluble candidates has been recognised 1 " 4 for many 
years before the advent of 'combinatorial chemistry. 

Investigations into the Possibilities of Salt Formation 

When first presented for initial preformulation investiga- 
tions, normally the amount of drug substance available from 
Discovery Chemistry rarely exceeds 1 g. To maximize the 
amount of data gained from such small quantities, semi-micro 
techniques have been developed and are used regularly within 
our groups. Invariably, the first information generated for 
each candidate is the calculated pXa value of each ionisable 
group in the molecule. 5 " 8 This is quickly checked against 
the value determined experimentally on 1—2 mg of sample 
by potentiometric titration (e.g., Sirius Model GLpKa ap- 
paratus, Sirius Analytical Instruments Ltd.). Knowledge of 
the pKa value enables potential salt forming agents (coun- 
terions) to be selected, for each candidate, based on lists that 
are available in the literature. 2,9 " 11 For the formation of a 
stable salt, it is widely accepted that there should be a 
minimum difference of about 3 units between the pK & value 

(!) Hirsch, C. A.; Messenger, R. J.; Brannon, J. L. J. Pharm. Sci. 1978, 67, 
231. 

(2) Gould, P. L. Int. J. Pharm. 1986, 33, 201. 

(3) Morris, K. R.; Fakes, M. G.; Thakur, A. B.; Newman, A. W.; Singh, A. 
K.; Venit, J. J.; Spagnuolo, C. J.; Serajuddin. A. T. M. Int. J. Pharm. 1994, 
i()5, 201. 

(4) Anderson, B. D.; Flora. K. P. In The Practice of Medicinal Chemistry, 
- Wermuth, C. G., Ed.; Academic Press Ltd., 1996; Chapter 34. 

(5) Remington: The Science and Practice of Pharmacy, 19th cd.; Gcnnaro, 
A. R.. Ed.; Mack Publishing Co.: Easton, Pennsylvania, 1993; Vol. It, p 
1456. 

(6) Hammett, L. P. Chem. Rev. 1935, 17, 125. 

(7) Pen*in. D. D.; Dempsey, B.; Serjeant, E. P. pK a Prediction for Organic 
Acids and Bases; Chapman and Hall: London, 1981. 

(8) Albert, A. A.; Serjeant, E. P. Ionization Constants of Acids and Bases; 
Wiley: New York, 1984. 

(9) Wells, J. I. Pharmaceutical Preformulation, 2nd ed.; Ellis Norwood: 
Chichester, 1993; p 29. 

(10) Martindalc, W. In The Extra Pharmacopoeia, 30th ed.; Reynolds, J. E. F., 
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(11) Berge, S. M.; Bighley, L. D.; Monkhousc. D. C. J. Pharm. Sci. 1977, 66, 
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Table 1. Classification of common pharmaceutical salts 



salt class 



examples 



inorganic acids 
sulfonic acids 
carboxylic acids 
anionic amino acids 
hydroxyacids 
fatty acids 
insoluble salts 



organic amines 
insoluble salts 
metallic 

cationic amino acids 

Q Based on data from various sources.*" 
sulfonate. 



Anions 

hydrochloride, hydrobromide, sulfate, nitrate, phosphate 
mesylate, 6 esylate, c isethionatc* tosylate,' napsylate/ bcsylate* 
acetate, propionate, maleate, benzoate, salicylate, fumarate 
glutamate, aspartate 

Citrate, lactate, succinate, tartrate, glycoliate 
hexanoate, octanoate, decanoate, oleate, stearate 
pamoate (embonate), polystyrene sulfonate (resinate) 

Cations 

triethylamine, ethanolamine, triethanolamine, meglumine, ethylenediamine, choline 
procaine, benzathine 

sodium, potassium, calcium, magnesium, zinc 
arginine, lysine, histidine 

b Methane sulfonate. Ethane sulfonate. rf 2-Hydroxyethane sulfonate. e Toluene sulfonate. ^Naphthalene sulfonate. * Benzene 



of the group and that of its counterion, especially when the 
drug substance is a particularly weak acid or base. Occasion- 
ally, exceptions may be found where a salt has an acceptable 
stability, despite there being a smaller difference in the pK a 
values. 

A microplate technique has been developed for the 
screening of salts; this involves dissolving approximately 50 
mg of sample in a suitable, volatile solvent and adding a 
fixed volume of this solution, containing about 0.5 mg of 
sample, into each microplate well. Concentrated solutions 
of each potential counterion in equimolar proportion, or other 
appropriate stoichiometric ratio, are prepared and a few 
microlitres of each is added sequentially to each well. Thus, 
all of the wells in line I (jc— direction) will contain the same 
combination of sample and counterion I; all of the wells in 
line 2 contain the same combination of sample and counte- 
rion 2, etc. Different, potential crystallising solvents can be 
investigated methodically in the ^-direction. The wells are 
inspected using an inverted microscope (Leica, Model 
DMIRB) at regular intervals for the appearance of crystals. 
Occasionally, crystallisation can be promoted by evaporation 
of any excess solvent in some wells using a slow stream of 
dry nitrogen gas. 

Once the combinations of counterion and solvent(s) are 
identified, studies at a slightly larger scale (usually 10-50 
mg, occasionally up to 500 mg) can be initiated to confirm 
the suitability and viability of the crystals. These studies can 
help identify problems with low melting points, determined 
by hot-stage microscopy, and hygroscopicity, if processed 
on a suitable apparatus (e.g., Dynamic Vapour Sorption 
Analyser, model DVS-1, Surface Measurement Systems 
Ltd.). Frequently these studies can also give preliminary 
information on the existence of solvates and hydrates, 
especially if differential scanning calorimetry (DSC, Mettler 
Toledo DSC, model 820), thermal gravimetric analysis 
(TGA, Mettler Toledo TGA, model 850) and hot-stage 
microscopy are also used in the evaluation process. 

In parallel with these studies, a preliminary high perfor- 
mance liquid chromatographic (HPLC) method is quickly 
developed to give an estimate of the purity of the sample, 
whilst infrared and other spectroscopic techniques may be 



used to define the salt and the stoichiometry. Knowledge of 
the approximate purity is important at this stage as the 
presence of high levels of some impurities can often hinder 
crystallisation or alter the polymorphic form obtained. 

Therefore, from these preliminary, small-scale studies, a 
range of potential salt formers and recrysallisation solvents 
can be quickly identified. Following further scale-up to gram 
quantities, more comprehensive data can be obtained to 
evaluate their suitability for use in formulations. 

Choice of the Salt Former 

Although the choice of salt is governed largely by the 
acidity or basicity of the ionisable group, safety of the 
counterion, drug indications, route of administration and the 
intended dosage form must also be considered. Toxicological 
and pharmacological implications of the selected salt former 
must be considered as well as the effects of the parent drug. 
Salt formers can be subdivided into a number of categories, 
depending upon their functionality and purpose. Some of the 
most frequently used examples are listed in Table I . 

The vast majority of salts are developed to enhance the 
aqueous solubility of drug substances. For weakly basic drug 
substances, salts of an inorganic acid (e.g., hydrochloride, 
sulphate, or phosphate), a sulphonic acid (mesylate or 
isethionate), a carboxylic acid (acetate, maleate or fumarate), 
a hydroxyacid (citrate or tartrate), or possibly an amino acid 
(arginine or lysine) could be considered. Hydrochloride salts 
have often been the first choice for weakly basic drugs, since 
as a consequence of the low counterion pK a , salts can nearly 
always be formed, and recrystallisation from organic solvents 
is normally straightforward. However, the potential disad- 
vantages of hydrochloride salts may include unacceptably 
high acidity in formulations (e.g., parenteral products), the 
risk of corrosion, less than optimal solubility due to the risk 
of salting out and the potential for poor stability if the drug 
is acid labile and hygroscopic. 2 

Occasionally, salts may be also prepared to decrease drug 
substance solubility for use in suspension formulations where 
very low solubility is necessary to prevent "Ostwald ripen- 
ing", for taste-masking, or to prepare an extended release 
product. Embonate salts have been used in suspension 
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Table 2. * Preformulation studies that are normally considered for comparison of salt forms and parent compound for oral 
dosage forms 

test suitable techniques comments 



dissociation constant and 
basic physico-chemical 
properties 
melting point 

aqueous solubility 

pH of solution 

cosolvent solubility 



common ion effect on solubility 



hygroscopicity 



intrinsic dissolution rate 
crystal shape and appearance 
particle size 

polymorphism/pseudopolymorphism 

powder properties 

stability 



potentiometry, solubility, 
UV spectroscopy 

capillary m.pt., hot stage microscopy, 
differential scanning calorimetry 
overnight equilibration at 25 °C; analysis 
by UV spectroscopy or HPLC 



overnight equilibration at 25 °C, analysis 
by UV spectroscopy or HPLC 

overnight equilibration at 25 °C 
in suitable media and analysis 
by UV spectroscopy or HPLC 
use DVS apparatus or expose 
to various RH values and 
measure weight gain after I week 

use Wood's apparatus 14 

SEM or optical microscopy 

SEM and laser diffraction 
recrystallizations, HSM, DSC, TGA 
bulk density measurement 
various 



determine pK a for parent drug 



perform on each salt and 

compare to parent 

Perform on each salt and 

compare to parent 

Examine pH of saturated solution 

if quantities permit. 

Determine solubilities in ethanol, 

poly(ethylene glycol), propylene glycol 

and glycerol and compare to parent. 

compare solubility in demineralized 

water with 1.2% NaCI for salts and parent 

perform at 53, 93, and 97% RH, 

and other values of interest; 

assign hygroscopicity 

classification to each salt 13 

compare dissolution rates at various pHs 

(can provide data on wettability) 

Compare crystal habits and 

levels of agglomeration 

Examine particle size distributions. 

preliminary exploration 

determine Carr's compressibility index 

perform on parent drug and undertake 

preliminary tests on appropriate salts 



formulations to increase the duration of action (e.g., chlor- 
promazine embonate). On some occasions, the selection of 
a salt with only modest aqueous solubility may be more 
suitable for use in tablet products prepared by wet granulation 
since the use of highly soluble salts can be detrimental to 
the granulation process. Depending on the dose required, 
aqueous solubilities in the range 0.1-1.0 mg/mL will 
normally be sufficient to satisfy the dissolution requirements 
for standard, solid, oral dosage forms of drugs with good to 
moderate potency. However, for parenteral solution products, 
higher solubilities, perhaps 10 mg/mL or greater, depending 
on the required dose and dose volume, may be required. For 
parenteral formulations, the pH of solution (normally within 
an acceptable range of 3- 10 for intravenous solution) should 
be monitored to help ensure that the formulation will be well 
tolerated. 

Salts are also frequently prepared for the reasons other 
than solubility modification; it is frequently necessary to 
prepare a specific salt to either achieve adequate physical 
stability or for taste masking (e.g., dextropropoxyphene 
napsylate suspension). Manipulation of drug substance 
solubility by selection of salts may also be employed to 
modify the pharmacokinetic profile of the drug (e.g., 
benzathine penicillin and insulin zinc complexes used in 
parenteral formulations). Salt formation may be also advan- 
tageous where the melting point of the active moiety is low, 
and it is necessary to mill or micronise the active ingredient 
to achieve adequate homogeneity. A suitably stable salt may 
have a melting point that is 50-100 °C higher than the free 
acid or free base. Also, being more ionic, the crystals are 



likely to be less plastic and more easily deformed by brittle 
fracture. 

Scale-up of the Formation of Salts 

The information from the preliminary crystallisation 
studies is communicated to the Process Chemistry group, 
who by this time will have started their investigations into 
possible manufacturing routes for each of the candidates 
remaining; At this stage in the development process, Process 
Chemistry usually aim to quickly manufacture 50-200 g of 
the one or two candidates that may remain to progress them 
towards initial clinical evaluation. The manufacturing route 
may be the same as used by the Discovery Chemistry group 
but usually is significantly different. The aims of both the 
Process Chemistry and Preformulation groups for the fol- 
lowing 12-18 months is to collaborate extensively to ensure 
that, for the chosen candidate, there will be a viable synthetic 
route to the chosen form of the drug substance. 

A significant portion of this batch is destined for the 
preparation of 3-4 g of each of the salts that were thought 
to be viable from the smaller-scale studies. A similar sized 
portion of the free base/acid is also taken for comparison 
purposes. The combination of individual studies undertaken 
on each of these 3— 4 g portions varies depending on the 
type(s) of dosage form ultimately required for marketing. 
Occasionally, it may be necessary to undertake a pharma- 
cokinetic evaluation of each salt in comparison with the free 
aciaVbase. The dosage forms most commonly used for the 
drug substances encountered during preliminary clinical 
investigations are tablets/capsules, inhalation dosage forms 
and injections. 
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Table 3. Tests to be considered for the evaluation of 
candidate salts 



test to be considered amount required, mg 



Structural Analysis 

mass spectroscopy" I 

'H NMR° 5 

,3 C NMR° 25 

I r spectrum I 

UV spectrum 1 

fluorescence spectrum" 1 

elemental analysis 1 0 

Physicochemical Properties 

melting range 2 

pK a ° ^ 5 

ClogP/logP" 5 

preliminary polymorphism study 200-500 

X-ray diffraction 20 

aqueous solubility'' 100 

pH - solubility profile 500 

cosolvent solubilities 0 300 

propellant solubility* 500 

Physical Properties 

hygroscopicity 20 

microscopy (SEM/optical) 1 0 

particle size (Malvern ) 1 00 

size reduction (sonication) 300 

Impurities (hplc) 

related substances" 1 0 

degradation products" 10 

chiral purity" 1 0 

Stability Studies 

stability to hydrolysis (pH 2, 7, 10)" 15 

stability to oxidation (peroxide/peracid) 0 1 5 

stability to photolysis" , 1 5 



' Determined on free acid/base only. * Would include solubility in saline, 5% 
dextrose and some buffers ' Also solubilities in complexing agents/surfactant 
systems where appropriate ''Propcllants and propcllant/cosolvcnt systems for 
inhalation dosage forms. 



Tables 2 and 3 show the types of tests normally chosen, 
the information that they can produce and the amount of 
sample normally required for these common dosage forms. 

What to Develop: Salt or Free Acid/Base? 

The results obtained from each of these tests are tabulated 
for the free acid/base, together with each of the salts, and 
discussed in detail between the Formulation Scientists, 
Preformulation Analysts, Physical Chemists, Process Chem- 
ists, and occasionally Pharmacokineticists. The Preformu- 
lation Scientists assess the relative merits of each form for 
use in the proposed clinical formulations and whether the 
properties such as solubility are adequate to give the high 
concentrations required in the various pre-clinical formula- 
tions. Process Chemistry need to assess the likely yield of 
each salt, as salt formation creates an additional step in the 
manufacturing process. Usually, the decision-making process 
results in the proposal of a single salt for further study, 
although occasionally it is seen that none of the salts have 
optimum properties, and two different salts can be proposed 
for in-depth study. Also, it is occasionally found that the 
overall properties of the free acid/base are much better than 
any of the salts. This occurs more frequently where the 



candidate has a low pAT a value and the resulting salts are 
less stable than required or when the salts are particularly 
hygroscopic or when they exhibit complex polymorphism/ 
pseudopolymorphism (hydration or solvation). 

These relatively simple investigations give much useful 
information very quickly; it should be noted, however, that 
the preliminary polymorphism study is far from the in-depth 
study that is always undertaken later. This preliminary study 
uses a range of protic and aprotic solvents of widely differing 
polarity and will normally show the presence of a stable 
hydrate or solvate. 

Once a decision is agreed upon within the group, a 
document that gives a precis of the discussions and the basis 
for the proposal is normally drafted for agreement by senior 
management. Examples of these salt selection studies are 
given below: 

Example No. 1 (RPR 111423) 

RPR 1 1 1423 is a candidate drug substance that has been 
evaluated for the treatment of symptoms related to infection 
by AIDS. It is a crystalline, very weak base with a pK & at 
4.25. A comprehensive screening of possible salts demon- 
strated only a monohydrochloride (RPR 11 1423 A) and a 
mesylate (RPR 111423B) could be isolated as crystalline 
solids. 

It was decided that the free base should be taken through 
the simple evaluation process in comparison with these two 
salts. It was expected that the drug substance could be 
required in the form of tablets or capsules, with an injection 
form needed for some pre-clinical studies and for the 
determination of absolute bioavailability in man. Because 
of its high activity in screening studies, there was a possibility 
that very low dose oral formulations might be needed. This 
may require micronised drug substance to enable content 
uniformity requirements to be met; this micronised material 
would also be expected to enhance dissolution. 

The results from the relatively simple studies undertaken 
are given in Table 4. The two salts clearly demonstrated the 
predictable problems associated with a relatively low pK a 
value; the salts were quite weak and dissociated to liberate 
the free base in media with pH values below the pK a . The 
very low solubility of the free base resulted in immediate 
precipitation following dissociation. There was clear evidence 
for multiple polymorphism for each of the salts, and 
establishing the existence of a stable polymorph, or a suitable 
pseudopolymorph, may have been necessary before a deci- 
sion could be made on which of the two salts could be 
developed further. 

The corresponding results for the free base indicated that 
it appeared to be the better candidate; it showed no evidence 
of polymorphism, and it was not hygroscopic. The two major 
areas that required further investigation were whether it had 
sufficient solubility in gastrointestinal media and whether it 
could be micronised. Studies performed on samples of drug 
substance and on simple capsule formulations demonstrated 
that the dissolution rates of micronised free base were 
equivalent or superior to those of the salts under the same 
conditions. 
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Table 4. Comparison of some simple properties of RPR1I1423 and its two salts 





result for 


result for 


result for 


test 


RPR II 1423 (base) 


RPR 1 1 1423A (hydrochloride) 


RPR 11I423B (mesylate) 


appearance 


off-white to cream, 


pale yellow, highly 


cream to pale yellow, highly 




crystalline powder 


agglomerated powder 


agglomerated powder 


particle size 


10-100 (large 


2x1 


7x1 


by microscopy, f*m 


rhombic crystals) 


(microcrystalline laths) 


(microcrystalline laths) 


melting range, °C 


241-244 


242 


210 


preliminary 


no other form detected 


at least four polymorphs detected \ 


at least six polymorphs detected \ 


polymorphism study 




metastable forms revert to 


phase changes detected on 






original on standing 


grinding or micronisation; 








reverts to original form on heating 


other thermal behavior 


nothing detected 


loss of HCI detected 


nothing detected 




at 110-120 °C 


aqueous solubility, 


at25°C at37°C 


at 25 °C at 37 °C 


at25°C at37°C 


mg/mL 








- at pH 1 


11.6 14.7 


25.7 28.2 


131.4 204.1 


- at pH 2 


0.71 0.89 


2.51 4.58 


6.11 8.91 


- at pH 4 


0.03 0.05 


0.05 0.13 


0.01 0.02 


- at pH 6 


0.01 0.02 


0.01 0.02 


0.03 0.34 


- at pH 6,8 


0.01 0.02 


0.01 0.02 


0.01 0.02 


- in demineralized water 


0.01 0.02 


0.36 0.99 


0.33 0.50 


pH of saturated 


6.50 


2.43 


2.74 


solution, at 20 °C, 








in water 








addition of 








water to concentrate 








- at pn I 


no changes detected 


some precipitation of free base 


some precipitation of free base 


- at pH 4 


no changes detected 


extensive precipitation of free base 


extensive precipitation of free base 


hygroscopicity 


non-hygroscopic 


slightly hygroscopic 


moderately hygroscopic 


(hygrostat for 1 4 days) 


<0.2%w/w water 


2.3% w/w uptake at 53% RH 


3.7% w/w uptake at 53% RH 


uptake at any RH 


22% w/w uptake at 97% RH 


32% w/w uptake at 97% RH 



Example No. 2 (RPR 127963) 

RPR 127963 is a candidate drug substance that has been 
evaluated for the treatment of cardiovascular diseases; it is 
a crystalline, very weak base with a pK a at 4. 10. In common 
with most similar drug substances intended for the treatment 
of cardiovascular disease, it was considered that a high-dose 
(up to 250 mg) solid, oral dosage form and a correspondingly 
high-dose (up to 50 mg/mL) injection would be ultimately 
required. In line with our standard protocol, a comprehensive 
evaluation of possible salts was undertaken, and this dem- 
onstrated that five crystalline salts (a hydrochloride, a 
mesylate, a citrate, a tartrate, and a sulphate) could be readily 
produced. It was decided to quickly profile each of these 
salts in comparison with the free base. The results of these 
studies are given in Table 5. 

When the anhydrous free base was evaluated, the exist- 
ence of an additional mono-, di-, and trihydrate was found 
quite rapidly. It was shown that all four of these forms could 
be interconverted under conditions that might be expected 
to be found in granulation processing. The other potential 
problem with the anhydrate was the low melting point. In 
considering the results obtained for the various salts, the 
solubilities of the citrate and the tartrate were much lower 
than required for an injectable form and lower than ideal 
for high dosage formulations. An additional problem for the 
tartrate salt was the high hygroscopicity. Both of these salts 
were rejected before completion of the full evaluation. The 
hydrochloride salt was also shown to have several problems 
such as lower than ideal solubility, probable multiple 
polymorphism, and the formation of hydrates. 



Thus, the mesylate and the sulphate were the two salts 
that remained; both had high melting points, excellent 
aqueous solubility, and were non-hygroscopic. The free base 
still remained a possible candidate, if a stable hydrate could 
be found. It was therefore decided to undertake some 
additional evaluations on these three forms; the results from 
these are presented in Table 6. 

These additional results demonstrate a slight advantage 
in favour of the sulphate salt because of its greater solubility 
in cosolvents. This would give the formulator a better chance 
of achieving a higher dose in an injectable formulation. It 
was considered that the sulphate salt (RPR 1 27963 E) could 
be studied further in the more detailed evaluations that would 
follow over the next few months. The mesylate or the free 
base (if a suitably stable hydrate could be found) would 
provide a possible back-up, should unforeseen problems 
arise. 

Example No. 3 (RPR 200765) 

RPR200765 is a candidate drug substance proposed for 
the treatment of rheumatoid arthritis. It is another crystalline, 
weak base with a pK a of 5.3 which formed salts with a wide 
selection of counterions. It was expected that doses of 100- 
125 mg of RPR200765 in capsules would be required for 
clinical studies. 

Early studies suggested that RPR200765 free base was 
unacceptable for use in solid, oral dosage forms due to a 
very poor aqueous solubility of approximately 10/*g/mL and 
poor bioavailability in animal models. However, RPR200765 
would form stable salts with hydrochloride, hydrobromidc, 
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Table 5. Comparison of some simple properties of RPR1 27963 and its five salts 



test 



result for 
free base 
(RPR 127963) 



result for 
HC1 salt 
(RPR 127963 A) 



result for 
mesylate salt 
(RPR 127963B) 



result for 
citrate salt 
(RPR 127963C) 



result for 
tartrate salt 
(RPR 127963D) 



result for 
sulfate salt 
(RPR I27963E) 



appearance 



particle size 
(microscopy), /*m 



melting range, °C 



preliminary 
polymorphism study 

aqueous solubility 
(25 °C), mg/mL 

- in dcmincralizcd water 
-in 0.1 MHC1 

-in 0.1 MNaOH 

- in dextrose 5%w/v 
pH of saturated solution 
hygroscopicity 



yellow, 

crystalline 

powder 

l-3/*m 

(agglomerates 

of microcrystals) 



119-123 



several hydrates 
detected 



n.d.° 

n.d. 

0.020 

n.d. 

n.d. 

n.d. 



yellow, 

crystalline 

powder 

l-3/*m 

(agglomerates 

of microcrystals) 



166-191 (re-grows 
at about 166, 
recrystallizes at 
191, then melts at 
about 275 
two monohydrates 
and one anhydrate 



yellow, 
crystalline 
powder 
tightly packed 
spherulites of 
agglomerated 
microcrystals 
1 8 diameter. 
280.9-282.2 



no evidence 
of polymorphs 



yellow, 
crystalline 
powder 
microcrystals 
(2-3 /im) 
with some 
aggregates 
(70 um) 
130.2-134.3 



stable 

hemihydrate 
detected 



yellow, 
crystalline 
powder 
rounded 

agglomerates of 
microcrystals in 
domains (70 /*m) 

198.5-201.6 



unstable 
anhydrate 



yellow, 

crystalline 

powder 

aggregates of 

microcrystals 

(IO-15/<m) 



305.7-308.9 



no evidence of 
polymorphs 



3.92 


108 


0.83 


0.89 


-50 


5.2 


50.4 


n.d. 


n.d. 


5.9 


0.019 


0.022 


n.d. 


n.d. 


0.018 


2.84 


90 


n.d. 


n.d. 


-40 


2.33 


1.76 


2.49 


2.56 


1.32 


non-hygroscopic 


non-hygroscopic 


non-hygroscopic 


very 


non-hygroscopic 



" n.d. = Not determined. 



Table 6. Comparison of additional properties of RPR127963 (anhydrate), its mesylate (RPR 127963B) and sulfate (RPR 
12963E) salts 



test 



result for free base 
anhydrate (RPR 127963) 



result for mesylate 
salt (RPR 127963) 



result for sulfate 
salt (RPR 127963) 



solubility in 
cosolvents at 
25 °C, mg/mL 
ethanol 

propylene glycol 

polyethylene glycol) 400 

dimethylsulphoxide 

A^methylpyrrolidone 

glycerol 

peanut oil 

intrinsic dissolution 

rate, mg'min~ ,, cnrr 2 

- in water 

-in 0.01 MHCI 

powder flow 

properties 



190 
35.4 
188 

> 500 

> 400 
42 
0.18 



0.01 
0.35 
n.d. 



0.6 
0.7 
0.2 
14 
4.4 
n.d.* 

none detected 



n.d. 
7.3 



Good, but becomes much worse 
with increasing humidity 



0.2 
1.7 
0.2 
110 
8,5 
2.7 

none detected 



n.d. 
7.7 

Sticks slightly 



" n.d. = Not determined. 



methanesulfonate, and caniphorsulfonate counterions. Aque- 
ous solubility, particle size and shape, powder properties, 
and polymorphism profile were considered to be the key 
properties to permit a choice of salt to be made. In addition, 
it was recognised that the use of some counterions with high 
molecular weights, would require a large excess of drug 
substance to achieve the required doses. 

Studies demonstrated that the solubility of RPR200765 
depended on the amount of drug substance used for the study. 
This occurred because the counterion reduced the pH of 
solution and enhanced solubility of the drug base. The 
mesylate salt consistently produced a higher solubility than 
any of the other salt forms. The higher solubility resulted in 



an enhanced dissolution rate of the mesylate salt compared 
to the other salt forms. The solubility and dissolution rate 
of the hydrobromide salt was particularly poor. Intrinsic 
dissolution rate studies on compressed disks could not be 
carried out because a good compact could not be obtained 
for most of the salts, and the studies were carried out using 
drug powder (equivalent to 50 mg free base) in capsules. 

Hygroscopicity studies demonstrated that the hydrochlo- 
ride and hydrobromide salts adsorbed large amounts of 
moisture on exposure to humidity, resulting in the formation 
of multiple hydrated forms. The methanesulfonate salt 
however, was a stable monohydrate form which lost moisture 
at very low humidity (<10% relative humidity (RH)) but 
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Table 7. Comparison of the physicochemical properties of RPR200765 salt forms 





result for mesvlate salt 

* ViJUH t \J i lllvO Y liliV dill* 


result for camphorsulfonate 


result for hydrochloride 


result for hvdrobromide 


test 


(RPR 200765A) 


salt CRPR 2007650 


salt (RPR 200765D} 


(RPR200765E) 


dppcdrdiitt 


on-white to cream, 


white to ott-wnite, crystalline, 


u rn 

white, tree-tlowing 


white to ott-wnite, 




free-flowing powder 


free- flowing powder 


powder 


crystalline, free-flowing 








puwuci 


IV! w 


JOO.Ol 




CT/i QO 




melting range, °C 


214 


265—267 


245—248 


276—277 


maximum aqueous 


39 


19.95 


16.68 


3.29 


SOIUDliliy ai ZD 










IIIg/IIlL, 










pH of saturated 


1 .93 


2.22 


2. 16 


2.63 


solution in 










demineralized water 




















hygroscopicity 


non-hygroscopic 


non-hygroscopic 


• 

hygroscopic with 


hygroscopic with 


i^oy uvo) 


with a stable, 




multiple hydrated 


multiple hydrated 




monohydrate form 




forms 


forms 


crystal habit 


individual 


clusters of 


platelike crystals; 


loosely 


and appearance 


platelike crystals 


highly 


individual crystals 


agglomerated, 




with some 


aggregated, 


contain stress lines 


flaky material 




agglomeration. 


platelike crystals 






particle size 


-45-200 fim in 


crystals — 20— 50/^m, 


-30- 100 am 


10-40 /mi 


by microscopy 


agglomerates of 
2UQ— 350 ptm 


clusters ~80-200>m 
-some larger 
clusters up to 


particles 


particles 


dissolution studies, 










drug substance in 










capsule (r 8( >%, min) 










at pH2 










at pH4 


2.0 


6.0 


7.4 


3.9 


(in citrate buffer) 












>60% release 


> 60% release 


>60% release 


14% release 



rapidly re-equilibrated to form the monohydrate form when 
the humidity was raised. These findings suggested that this 
salt would be amenable to solid dose formulation and there 
was little risk of changes in the hydration state on processing 
or storage under normal conditions. The camphorsulfonate 
was non-hygroscopic. The results of these studies are outlined 
in Table 7; in this case very little comparative work was 
undertaken on the free base due to the poor solubility and 
bioavailability. 

Overall, the studies suggested that the mesylate salt was 
the favoured form on the basis of its low hygroscopicity, 
clean polymorphic profile in the preliminary screen, high 
solubility, and rapid dissolution rates. Another favourable 
factor supporting the selection of the mesylate salt proved 
to be the good flow properties which allowed very satisfac- 
tory capsule and tablet formulations to be developed. 

The Next Steps? 

Having evaluated several possible alternatives in the three 
cases above, using a relatively simple range of tests, a form 
of the drug substance has been chosen that should be possible 
to develop further. These simple studies have required 3-4 
g of the free base and a similar quantity of each of the salts; 
the data for all forms normally can be generated in one 
month, or less. The next steps involve confirmation of the 
choice, by employing a further range of tests, followed by 
the optimisation of the form of the salt. A series of tests, 
analogous to those in Table 2, are used in this evaluation; 
these tests are given in Table 8. 



Optimisation of the Drug Substance Form for 
Development 

Having chosen what should be a reasonably stable form 
of the salt, free acid, or free base, one of the key activities 
is to start investigations into which other polymorphic or 
pseudopolymorphic forms exist. In the short development 
phase where preclinical administration occurs, only a pre- 
liminary screening of these different forms is considered 
necessary, as it is possible that the compound can be found 
too toxic for further study. Our team undertakes this on about 
500 mg of sample; small portions are recrystallised from 
anhydrous and hydrated solvents of differing polarity. Any 
crystalline product recovered is examined by a variety of 
techniques to determine how many different forms are 
produced and whether any are hydrates or solvates. Prelimi- 
nary information on the inter-relationships between the 
different forms can often be found, even at this early stage. 

The remainder of die tests are designed for two main 
purposes: 

To define the various preclinical formulations that are 
required, to devise analytical methods for these, to determine 
their stability, and establish shelf lives. 

To establish a database for the chosen form and to give 
an indication of the possibilities for clinical formulations. 

To accomplish this, it is normal to request a minimum of 
25 g of drug substance, although occasionally more may 
needed if the drug substance is intended for inhalation and 
there are difficulties with micronisation. 
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Table 8. Tests to be considered for "preclinical phase" (column 2) and in preparation Tor initial clinical investigation (column 
3) for compounds intended for use in oral, injection and inhalation products 



test to be considered 



amount required, mg or g 



amount required, mg or g 



melting range 
optical rotation 
polymorphism 
X- ray diffraction 
intrinsic aqueous solubility 
cosolvent solubilities 0 
propellant solubility 6 

hygroscopicity 

microscopy (SEM/optical) 

particle size (Laser) 

micronisation 

specific surface area 

true density 

bulk powder density 

wettability 

related substances 
degradation products 
chiral purity 
electrophoresis/TLC 

hydrolytic profile (identify degradants) 
bulk drug powder 

HPLC, XRPD, and DSC 

for dry powder inhaler only 



Physicochemical Properties 

50 mg 

500 mg 
20 mg 
400 mg 
500 mg 

Physical Properties 

800 mg 
100 mg 
200 mg 
5g 

2g(R) 
200 mg (R) 
2.5 g(R) 

Impurities (HPLC) 

10 mg 

lOmg 

lOmg 

10 mg 

Stability Studies 
100 mg 

Excipient Compatibility 

50 mg 

Compression Properties 



50 mg 
lg 

25-50 g 
20 mg 

2g 
2g 



100 mg 
200 mg 

4g(R) 
200 mg (R) 
10g(R) 
I g 

10 mg 
10 mg 
10 mg 



2g 

250 mg 
5g 



intra-tracheal suspensions 
oral solutions/suspensions 
solutions fornebulization 
IV solutions 
other routes (ip/sc) 



microbiological controls 
total substance requirements 



Preclinical Formulation Development 

2g 
2g 
2g 
2g 
lg 

Clinical Formulation Development 

predict suitable dosage forms 
3g 

20-25 g 



Phase I -11* 250-1 200 g 



depends on form and dose 



" Also solubilities in complcxing agents/surfactant systems where appropriate. 6 Propellants and propellant/cosolvent systems for inhalation dosage forms. f Develop 
and specify Phase 1 formulation - commence stability/compatibility studies. d Dependent on drug availability; (R) possible to rei 



tests. 



recycle drug substance for certain other 



Once the drug substance is shown to be nontoxic, studies 
leading to the definition of a suitable series of clinical 
formulations can begin. For this, we normally expect to have 
a reasonably clear picture of the inter-relationships between 
the different forms of the drug substance and should have 
started to define the most stable form. As more batches are 
manufactured at increasing scale by Process Chemistry, they 
are examined using some of the key tests to add information 
to the database. Also, with the increased availability of drug 
substance, it is possible to initiate maturation studies as an 
additional technique to assist in the definition of polymor- 
phism. If the structure of the drug substance has been 
determined by single crystal X-ray, under certain circum- 
stances it may be possible at this stage to initiate the 
theoretical search for other polymorphic forms. This is 
achieved using the Polymorph Predictor software (Molecular 



Simulations Inc.). This software has been used successfully 
on several small molecules (molecular weight <500) and 
predicts theoretical crystal structures and their relative 
energies. The most stable form has the lowest energy; 
increasing energy signifies lower stabilities. 

As larger quantities of drug substance and samples from 
different batches become available it is imperative that the 
variation in basic physical properties (e.g., crystal size and 
shape, specific surface area, powder flow properties, bulk 
and tapped density etc.) are studied for each batch. By close 
liaison with Process Chemistry, it. is normally possible to 
modify the recrystallisation conditions such that greater 
batch-to-batch uniformity of these physical characteristics 
can be achieved. Also, these characteristics can often be 
modified such that they are closer to ideal. 



434 • Vol. 4, No. 5, 2000 / Organic Process Research & Development 



The Negative Aspects of Salt Formation 

One of the negative aspects of salt formation is that the 
percentage active content decreases markedly as higher- 
molecular weight coun tenons are used. If the free acid or 
base has only moderate or low activity, it may be necessary 
for the patient to have a relatively high dose for a clinical 
effect. If 20-50% of the weight of the drug substance is 
due to inactive counterion, the addition of suitable excipients 
for encapsulation or tableting may result in a powder volume 
that is too great, even after granulation, to fit successfully 
into even the largest acceptable capsule shell. This forces 
the formulator towards a tablet. Even with these formulations, 
a large tablet (or even multiple, smaller tablets) may be 
necessary; these do not aid patient compliance. 

Other problems that are frequently created, or exacerbated, 
by salt formation are an increased tendency for the existence 
or formation of hydrates and polymorphs. Hydrates may be 
produced in formulations by interaction with water bound 
to excipients, water in capsule shells, etc. 

Final Definition of the Form 

As the candidate passes through initial clinical evaluation 
(Phases la and lb), additional characterisation and refinement 
of the drug substance form continues in parallel with the 



finalisation of studies on the drug substance manufacturing 
process. Close liaison and teamwork between the Process 
Chemist and the Preformulation Scientist in an exploration 
of the various possible recrystallisation solvents can often 
result in further refinement of the crystal properties. An 
excellent scheme for the final characterisation of solid drug 
substances, prior to the final regulatory submission, has been 
described recently. 12 The aim of both the Preformulation and 
Process Chemistry teams is to finalise the definition of all 
of the characteristics of the drug substance in readiness for 
the initiation of Phase Ila clinical trials 
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CHAPTER 1 

COMMON PHYSICAL TECHNIQUES 
USED IN PURIFICATION 

GENERAL REMARKS 

Purity is a matter of degree. Other than adventitious contaminants such as dust, paper fibres, wax, cork, etc., 
that may have been incorporated into the sample during manufacture, all commercially available chemical 
substances are in some measure impure. Any amounts of unreacted starting material, intermediates, by- 
products, isomers and related compounds may be present depending on the synthetic or isolation procedures used 
for preparing the substances. Inorganic reagents may deteriorate because of defective packaging (glued liners 
affected by sulphuric acid, zinc extracted from white rubber stoppers by ammonia), corrosion or prolonged 
storage. Organic molecules may undergo changes on storage. In extreme cases the container may be incorrectly 
labelled or, where compositions are given, they may be misleading or inaccurate for the proposed use. Where 
any doubt exists it is usual to check for impurities by appropriate spot tests, or by recourse to tables of physical 
or spectral properties such as the extensive infrared and NMR libraries published by the Aldrich Chemical Co. 
The important question, then, is not whether a substance is pure but whether a given sample is sufficiently pure 
for some intended purpose. That is, are the contaminants likely to interfere in the process or measurement that 
is to be studied. By suitable manipulation it is often possible to reduce levels of impurities to acceptable 
limits, but absolute purity is an ideal which, no matter how closely approached, can never be attained. A 
negative physical or chemical test indicates only that the amount of an impurity in a substance lies below a 
certain level; no test can demonstrate that a specified impurity is entirely absent. 

When setting out to purify a laboratory chemical, it is desirable that the starting material is of the best grade 
commercially available. Particularly among organic solvents there is a range of qualities varying from 
laboratory chemical to spectroscopic, chromatographic and electronic grades. Many of these are suitable for use 
as received. With many of the commoner reagents it is possible to obtain from the current literature some 
indications of likely impurities, their probable concentrations and methods for detecting them. However, in 
many cases complete analyses are not given so that significant concentrations of unspecified impurities may be 
present. See for example Reagent Chemicals (American Chemical Society Specifications, 8th edn, 1992), the 
American Chemical Society for Testing Materials D56-36, D92-46, and national pharmacopoeias. Other useful 
sources include Ashford's Dictionary of Industrial Chemicals, R.D.Ashford, Wavelength Publications Ltd, 1995 
and references on pp.44-47 and pp. 61-62. For purification of proteins, see for example R.K.Scopes, Protein 
Purification, Springer- Verlag, New York, 3rd edn, 1994, and for nucleic acids see for example T.A.Brown, 
Essential Molecular Biology - A Practical Approach (2 vols), Oxford University Press 1991 . 



Abbreviations 

To save space the following abbreviations have been generally used in Chapters 3, 4 and 5: abs (absolute), 
anhyd (anhydrous), aq (aqueous), atm (atmospheric), crystd (crystallised), crystn (crystallisation), crysts 
(crystallises), dec (decomposes), dil (dilute), distd (distilled), distn (distillation), evap (evaporate), evapd 
(evaporated), evapn (evaporation), filtd (filtered), h (hour[s]), pet ether (petroleum ether, ligroin), ppte 
(precipitate), ppted (precipitated), pptn (precipitation), satd (saturated), soln (solution), TLC (thin layer 
chromatography), HPLC (high pressure liquid chromatography), vac (vacuum), vol (volume). Other 
abbreviations used occasionally are self evident in meaning. 
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The following journals are designated by their initials: 



Annalen Chem. 


A 


J. ChemSoc.Farad. Trans. 


JCSFT 


Analyt.Biochem 


AB 


J. Heterocyclic Chem. 


JHC 


Anal. Chem. 


AC 


J. Chromatography 


JC 


Ber.deut.Chem.Ges. or ChenuBer. 


B 


J.IndianChem.Soc. 


JICS 


BiochemJ. 


BJ 


J.Inorg.NucLChem. 


JINC 


Biochem.Biophys.Res. Commun. 


BBRC 


J.Org.Chem. 


JOC 


Brit. J. Pharmacol 


BJP 


J.Phys.Chem. 


JPC 


BulLAcad.Sci.USSR 


BASU 


Monatsh Chemie 


M 


Helv.Chim.Acta 


HCA 


Pure Appl.Chem. 


PAC 


Fed. Eur. Biochem.Soc.Letters 


FEBS LETT 


Synthesis 


S 


lnd.Eng. Chenu(Anal. Ed. ) 


IECAE 


Synth.Commun. 


SC 


J.Am.Chem.Soc. 


JACS 


Tetrahedron 


TET 


J.Biol.Chem. 


JBC 


Tetrahedron Letters 


TET LETT 


J.Chem.Phys. 


JCP 


Trans.Faraday Soc. 


TFS 


J.Chem.Soc. 


JCS 


Zhur.Org.Khimii 


ZOK 


J. Chem. Soc. Chem. Commun. 


JCSCC 


Z.Physik.Chem. 


ZPC 


J.Chem.Soc.Dalton Trans. 


JCSDT 







Abbreviations of periodicals not included in this list are written in such a way that the periodical can be readily 
identified, e.g. Acta Chem Scand for Acta Chemica Scandinavica. 

Purity of Substances 

Solvents and substances that are specified as pure for a particular purpose may, in fact, be quite impure for other 
uses. Absolute ethanol may contain traces of benzene, which makes it unsuitable for ultraviolet spectroscopy, 
or plasticizers which make it unsuitable for use in solvent extraction. 

Irrespective of the grade of material to be purified, it is essential that some criteria exist for assessing the degree 
of purity of the final product. The more common of these include: 

1 . Examination of physical properties such as: 

(a) Melting point, freezing point, boiling point, and the freezing curve (i.e. the variation, with time, in 
the freezing point of a substance that is being slowly and continuously frozen). 

(b) Density. 

(c) Refractive index at a specified temperature and wave-length. The sodium D line at 589.26 nm 
(weighted mean of Di and D2 lines) is the usual standard of wavelength but results from other 
wavelengths can often be interpolated from a plot of refractive index versus l/(wavelength) 2 . 

(d) Absorption spectra (ultraviolet, visible, infrared, and nuclear magnetic resonance). 

(e) Specific conductivity. (This can be used to detect, for example, water, salts, inorganic and organic 
acids and bases, in non-electrolytes). 

(f) Optical rotation, optical rotatory dispersion and circular dichroism. 

(g) Mass spectroscopy. 

2. Empirical analysis, for C, H, N, ash, etc. 

3. Chemical tests for particular types of impurities, e.g. for peroxides in aliphatic ethers (with acidified KJ), or 

for water in solvents (quantitatively by the Karl Fischer method). 

4. Physical tests, for particular types of impurities: 

(a) Emission and atomic absorption spectroscopy for detecting and determining metal ions. 

(b) Chromatography, including paper, thin layer, liquid (high, medium and normal pressure) and vapour 
phase. 

(c) Electron spin resonance for detecting free radicals. 

(d) X-ray spectroscopy. 
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(e) Mass spectroscopy. 
(0 Fluorimetry. 

5. Electrochemical methods (see Chapter 5 for macromolecules). 

6. Nuclear methods which include a variety of radioactive elements as in organic reagents, complexes or salts. 

A substance is usually taken to be of an acceptable purity when the measured property is unchanged by further 
treatment (especially if it agrees with a recorded value). In general, at least two different methods, such as 
recrystallisation and distillation, should be used in order to ensure maximum purification. Crystallisation may 
be repeated (from the same solvent or better from different solvents) until the substance has a constant melting 
point or absorption spectrum, and until it distils repeatedly within a narrow, specified temperature range. 

With liquids, the refractive index at a specified temperature and wavelength is a sensitive test of purity. Note 
however that this is sensitive to dissolved gasses such as O2, N2 or CO2. Under favourable conditions, freezing 
curve studies are sensitive to impurity levels of as little as 0.001 moles per cent. Analogous fusion curve or 
heat capacity measurements can be up to ten times as sensitive as this. With these exceptions, most of the 
above methods are rather insensitive, especially if the impurities and the substances in which they occur are 
chemically similar. In some cases, even an impurity comprising many parts per million of a sample may 
escape detection. 

The common methods of purification, discussed below, comprise distillation (including fractional distillation, 
distillation under reduced pressure, sublimation and steam distillation), crystallisation, extraction, 
chromatographic and other methods. In some cases, volatile and other impurities can be removed simply by 
heating. Impurities can also sometimes be eliminated by the formation of derivatives from which the purified 
material is regenerated. 

Safety in the Chemical Laboratory 

Although most of the manipulations involved in purifying laboratory chemicals are inherently safe, care is 
necessary if hazards are to be avoided in the chemical laboratory. In particular there are dangers inherent in the 
inhalation of vapours and absorption of liquids and low melting solids through the skin. To the toxicity of 
solvents must be added the risk of their flammability and the possibility of eye damage. Chemicals, particularly 
in admixture, may be explosive. Compounds may be carcinogenic or otherwise deleterious to health. Present 
day chemical catalogues specifically indicate the particular dangerous properties of the individual chemicals they 
list and these should be consulted whenever the use of commercially available chemicals is contemplated. 
Radioisotopic labelled compounds pose special problems of human exposure to them and of disposal of 
laboratory waste. Purchased chemicals are sometimes accompanied by detailed information regarding their 
toxicity, safety handling procedures and the necessary precautions to be taken. These should be read carefully. 

The commonest hazards are: 

(1) Explosions due to the presence of peroxides formed by aerial oxidation of ethers and letrahydrofuran, 
decahydronaphthalene, acrylonitrile, styrene and related compounds. 

(2) Compounds with low flash points (below room temperature). Examples are acetaldehyde, acetone, 
acetonitrile, benzene, carbon disulphide, cyclohexane, diethyl ether, ethyl acetate and n-hexane. 

(3) Contact of oxidising agents (KMn04, HCIO4, chromic acid) with organic liquids. 

(4) Toxic reactions with tissues. 

For detailed discussion, see Bretherick's Handbook of Reactive Chemical Hazards , Butterworths, London, 1990, 
Sax's Dangerous Properties of Industrial Materials, 8th edn, van Nostrand Reinhold, NY 1992. 

The laboratory should at least be well ventilated and safety glasses should be worn, particularly during 
distillation and manipulations carried out under reduced pressure or elevated temperatures. With this in mind we 
have endeavoured to warn users of this book whenever greater than usual care is needed in handling chemicals. 
As a general rule, however, all chemicals which users are unfamiliar with should be treated 
with extreme care and assumed to be highly flammable and toxic. The safety of others in a 
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laboratory should always be foremost in mind, with ample warning whenever a potentially hazardous operation 
is in progress. Also, unwanted solutions or solvents should never be disposed of via the laboratory sink. The 
operator should be aware of the usual means for disposal of chemicals in her/tps laboratories and she/he should 
remove unwanted chemicals accordingly. Never mix organic liquids for disposal in the same 
container, and always keep halogenated waste solvents for disposal separate from other 
liquids. 

Further aspects of safety are detailed on p.29. 
Trace Impurities in Solvents 

Some of the more obvious sources of contamination of solvents arise from storage in metal drums and plastic 
containers, and from contact with grease and screw caps. Many solvents contain water. Others have traces of 
acidic materials such as hydrochloric acid in chloroform. In both cases this leads to corrosion of the drum and 
contamination of the solvent by traces of metal ions, especially Fe 3+ . Grease, for example on stopcocks of 
separating funnels and other apparatus, e.g. greased ground joints, is also likely to contaminate solvents during 
extractions and chemical manipulation. 

A much more general source of contamination that has not received the consideration it merits comes from the 
use of plastics for tubing and containers. Plasticisers can readily be extracted by organic solvents from PVC and 
other plastics, so that most solvents, irrespective of their grade (including spectrograde and ultrapure) have been 
reported to contain 0.1 to 5ppm of plasticizer [de Zeeuw, Jonkman and van Mansvelt AB 67 339 1975]. Where 
large quantities of solvent are used for extraction (particularly of small amounts of compounds), followed by 
evaporation, this can introduce significant amounts of impurity, even exceeding the weight of the genuine 
extract and giving rise to spurious peaks in gas chromatography (for example of fatty acid methyl esters, 
Pascaud, AB 18 570 1967). Likely contaminants are di(2-ethylhexyl)phthalate and dibutyl phthalate, but 
upwards of 20 different phthalic esters are listed as plasticisers as well as adipates, azelates, phosphates, 
epoxides, polyesters, trimellitates, and various heterocyclic compounds. These plasticisers would enter the 
solvent during passage through plastic tubing or from storage in containers or from plastic coatings used in cap 
liners for bottles. Such contamination could arise at any point in the manufacture or distribution of a solvent. 
The trouble with cap liners is avoidable by using corks wrapped in aluminium foil, although even in this case 
care should be taken because aluminium foil can dissolve in some liquids e.g. benzylamine and propionic acid. 
Solutions in contact with polyvinyl chloride can become contaminated with trace amounts of lead, titanium, tin, 
zinc, iron, magnesium or cadmium from additives used in the manufacture and moulding of PVC. 
W-Phenyl-2-naphthylamine is a contaminant of solvents and biological materials that have been in contact with 
black rubber or neoprene (in which it is used as an antioxidant). Although it was only an artefact of the 
separation procedure it has been isolated as an apparent component of vitamin K preparations, extracts of plant 
lipids, algae, livers, butter, eye tissue and kidney tissue [Brown Chemistry in Britain 3 524 1967]. 
Most of the above impurities can be removed by prior distillation of the solvent, but care should be taken to 
avoid plastic or black rubber as much as possible. 

Cleaning Apparatus 

Laboratory glassware and Teflon equipment can be cleaned satisfactorily for most purposes by treating initially 
with a solution of sodium dichromate in concentrated sulphuric acid, draining, and rinsing copiously with 
distilled water. Where traces of chromium (adsorbed on the glass) must be avoided, a 1:1 mixture of 
concentrated sulphuric and nitric acid is a useful alternative. (Used in afumehood to remove vapour and with 
adequate face protection. ) Acid washing is also suitable for polyethylene ware but prolonged contact (some 
weeks) leads to severe deterioration of the plastic. For much glassware, washing with hot detergent solution, 
using tap water, followed by rinsing with distilled water and acetone, and heating to 200-300° overnight, is 
adequate. (Volumetric apparatus should not be heated: after washing it is rinsed with acetone, then hexane, and 
air-dried. Prior to use, equipment can be rinsed with acetone, then with petroleum ether or hexane, to remove 
the last traces of contaminants.) Teflon equipment should be soaked, first in acetone, then in petroleum ether or 
hexane for ten minutes prior to use. 

For trace metal analyses, prolonged soaking of equipment in 1M nitric acid may be needed to remove adsorbed 
metal ions. 
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Soxhlet thimbles and filter papers may contain traces of lipid-like materials. For manipulations with highly 
pure materials, as in trace-pesticide analysis, thimbles and filter papers should be thoroughly extracted with 
hexane before use. 

Trace impurities in silica gel for TLC can be removed by heating at 300° for 16h or by Soxhlet extraction for 
3h with redistilled chloroform, followed by 4h extraction with redistilled hexane. 

Sililation of Glassware and Plasticware 

Sililation of apparatus makes it repellant to water and hydrophilic materials. It minimises loss of solute by 
adsorption onto the walls of the container. The glassware is placed in a desiccator containing dichloromethyl 
silane (1ml) in a small beaker and evacuated from 5min. The vacuum is turned off and air is introduced into the 
desiccator which allows the sililating agent to coat the glassware uniformly. The desiccator is then evacuated, 
closed and set aside for 2h. The glassware is removed from the desiccator and baked at 1 80° for 2h before use. 
Plasticware is treated similarly except that it is rinsed well with water before use instead of baking. Note that 
dichloromethyl silane is highly TOXIC and VOLATILE, and the whole operation should be carried out in an 
efficient fumecupboard. 

An alternative procedure used for large apparatus is to rinse it with a 5% solution of dichloromethyl silane in 
chloroform, then rinse several times with water before baking at l80°/2h (for glass) or drying in air (for 
plasticware). REPEL-SILANE (a solution of 2% w/v of dichloromethyl silane in 1,1,1-trichloroethane) is 
available commercially (LKB, Sweden). 



DISTILLATION 

One of the most widely applicable and most commonly used methods of purification of liquids or low melting 
solids (especially of organic chemicals) is fractional distillation at atmospheric, or some lower, pressure. 
Almost without exception, this method can be assumed to be suitable for all organic liquids and most of the 
low-melting organic solids. For this reason it has been possiblejn Chapter 3 to omit many procedures for 
purification of organic chemicals when only a simple fractional distillation is involved - the suitability of such a 
procedure is implied from the boiling point. 

The boiling point of a liquid varies with the atmospheric pressure to which it is exposed. A liquid boils when 
its vapour pressure is the same as the external pressure on its surface, its normal boiling point being the 
temperature at which its vapour pressure is equal to that of a standard atmosphere (760mm Hg). Lowering the 
external pressure lowers the boiling point. For most substances, boiling point and vapour pressure are related 
by an equation of the form, 

log p = A + B/(( + 273), 

where p is the pressure, t is in °C, and A and B are constants. Hence, if the boiling points at two different 
pressures are known the boiling point at another pressure can be calculated from a simple plot of log p versus 
\l(t + 273). For organic molecules that are not strongly associated, this equation can be written in the form, 

log p = 8.586 - 5.703 (7 + 273)/(f + 273) 

where T is the boiling point in °C at 760mm Hg. Table 1 gives computed boiling points over a range of 
pressures. Some examples illustrate its application. Ethyl acetoacetate. b 180° (with decomposition) at 
760mm Hg has a predicted b of 79° at 8mm; the experimental value is 78°. Similarly 2,4-diaminotoluene, b 
292° at 760mm, has a predicted b of 147° at 8mm; the experimental value is 148-150°. For self-associated 
molecules the predicted b are lower than the experimental values. Thus, glycerol, b 290° at 760mm, has a 
predicted b of 168° at 8mm: the experimental value is 182°. 

For pressures near 760mm, the change in boiling point is given approximately by [Crafts B 20 709 1887), 
lf = a(760-p)(f + 273) 

where a = 0.00012 for most substances, but a = 0.00010 for water, alcohols, carboxylic acids and other 
associated liquids, and a = 0.00014 for very low-boiling substances such as nitrogen or ammonia. 
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When all the impurities are non-volatile, simple distillation is an adequate purification. The observed boiling 
point remains almost constant and approximately equal to that of the pure material. Usually, however, some of 
the impurities are appreciably volatile, so that the boiling point progressively rises during the distillation 
because of the progressive enrichment of the higher-boiling components in the distillation flask. In such cases, 
separation is effected by fractional distillation using an efficient column. 

The principle involved in fractional distillation can be seen by considering a system which approximately obeys 
RaouU's law. (This law states that the vapour pressure of a solution at any given temperature is the sum of the vapour 
pressures of each substance multiplied by its mole fraction in the solution.) If two substances, A and B, having vapour 
pressures of 600mm Hg and 360mm Hg, respectively, were mixed in a mole ratio of 2:1, the mixture would have 
(ideally) a vapour pressure of 520mm Hg and the vapour phase would contain 77% of A and 23% of B. If this phase was 
now condensed, the new liquid phase would, therefore, be richer in the volatile component A. Similarly, the vapour in 
equilibrium with this phase is still further enriched in A. Each such liquid-vapour equilibrium constitutes a "theoretical 
plate". The efficiency of a fractionating column is commonly expressed as the number of such plates to which it 
corresponds in operation. Alternatively, this information may be given in the form of the height equivalent to a 
theoretical plate, or HETP. 

In most cases, systems deviate to a greater or less extent from Raoult's law, and vapour pressures may be greater or less 
than those calculated from it. In extreme cases, vapour pressure-composition curves pass through maxima or minima, 
so that attempts at fractional distillation lead finally to the separation of a constant-boiling (azeotropic) mixture and 
one (but not both) of the pure species if either of the latter is present in excess. 

Techniques 

Distillation apparatus consists basically of a distillation flask, usually fitted with a vertical fractionating column 
(which may be empty or packed with suitable materials such as glass helices or stainless-steel wool) to which is 
attached a condenser leading to a receiving flask. The bulb of a thermometer projects into the vapour phase just 
below the region where the condenser joins the column. The distilling flask is heated so that its contents are 
steadily vaporised by boiling. The vapour passes up into the column where, initially, it condenses and runs 
back into the flask. The resulting heat transfer gradually warms the column so that there is a progressive 
movement of the vapour phase-liquid boundary up the column, with increasing enrichment of the more volatile 
component. Because of this fractionation, the vapour finally passing into the condenser (where it condenses and 
flows into the receiver) is commonly that of the lowest-boiling components in the system. The conditions 
apply until all of the low-boiling material has been distilled, whereupon distillation ceases until the column 
temperature is high enough to permit the next component to distil. This usually results in a temporary fall in 
the temperature indicated by the thermometer. 

The efficiency of a distillation apparatus used for purification of liquids depends on the difference in boiling points of 
the pure material and its impurities. For example, if two components of an ideal mixture have vapour pressures in the 
ratio 2:1, it would be necessary to have a still with an efficiency of at least seven plates (giving an enrichment of 2 7 = 
128) if the concentration of the higher-boiling component in the distillate was to be reduced to less than 1% of its 
initial value. For a vapour pressure ratio of 5:1, three plates would achieve as much separation. 
In a fractional distillation, it is usual to reject the initial and final fractions, which are likely to be richer in the lower- 
boiling and higher-boiling impurities. The centre fraction can be further purified by repeated fractional distillation. 

To achieve maximum separation by fractional distillation: 

1 . The column must be flooded initially to wet the packing. For this reason it is customary to operate a 
still at reflux for some time before beginning the distillation. 

2. The reflux ratio should be high (i.e the ratio of drops of liquid which return to the distilling flask and 
the drops which distil over), so that the distillation proceeds slowly and with minimum disturbance of 
the equilibria in the column. 

3. The hold-up of the column should not exceed one-tenth of the volume of any one component to be 
separated. 

4. Heat loss from the column should be prevented but, if the column is heated to offset this, its 
temperature must not exceed that of the distillate in the column. 

5. Heat input to the still-pot should remain constant. 
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6. For distillation under reduced pressure there must be careful control of the pressure to avoid flooding 
or cessation of reflux. 

Distillation at Atmospheric Pressure 

The distilling flask. To minimise superheating of the liquid (due to the absence of minute air 
bubbles or other suitable nuclei for forming bubbles of vapour), and to prevent bumping, one or more of the 
following precautions should be taken: 

(a) The flask is heated uniformly over a large part of its surface, either by using an electrical heating 
mantle or, much better, by partial immersion in a bath somewhat above the boiling point of the 
liquid to be distilled. 

(b) Before heating begins, small pieces of unglazed fireclay or porcelain (porous pot, boiling chips), 
pumice, carborundum, Teflon, diatomaceous earth, or platinum wire are added to the flask. These act 
as sources of air bubbles. 

(c) The flask may contain glass siphons or boiling tubes. The former are inverted J-shaped tubes, the 
end of the shorter arm being just above the surface of the liquid. The latter comprise long capillary 
tubes sealed above the lower end. 

(d) A steady slow stream of inert gas(e.g. N2, Ar or He) is passed through the liquid. 

(e) In some cases zinc dust can also be used. It reacts chemically with acidic or strongly alkaline 
solutions to liberate fine bubbles of hydrogen. 

(0 The liquid in the flask is stirred mechanically. This is especially necessary when suspended insoluble 
material is present. 

For simple distillations a Claisen flask (see, for example, Quickfit and Quartz Ltd cataloque of interchangeable 
laboratory glassware, Kontes Glass Co, Vineland, New Jersey, cat.no TG-15, Normschiff, Wertheim, Germany, 
Embell Scientific, Murwillumbah, NSW 2484, Australia) is often used. This flask is, essentially, a round- 
bottomed flask to the neck of which is joined another neck carrying a side arm. This second neck is sometimes 
extended so as to form a Vigreux column. 

For heating baths, see Table 2 (p 33). For distillation apparatus on a semi-micro scale see Quickfit, Kontes and 
other glassware catalogues (above). 

Types of columns and packings. A slow distillation rate is necessary to ensure that 
equilibrium conditions operate and also that the vapour does not become superheated so that the temperature 
rises above the boiling point. Efficiency is improved if the column is heat insulated (either by vacuum 
jacketing or by lagging) and, if necessary, heated to just below the boiling point of the most volatile component 
(an electrical heating tape is convenient for this purpose.) Efficiency of separation also improves with increase 
in the heat of vaporisation of the liquids concerned (because fractionation depends on heat equilibration at 
multiple liquid-gas boundaries). Water and alcohols are more easily purified by distillation for this reason. 
Columns used in distillation vary in their shapes and types of packing. Packed columns are intended to give 
efficient separation by maintaining a large surface of contact between liquid and vapour. Efficiency of separation 
is further increased by operation under conditions approaching total reflux, i.e. under a high reflux ratio. Belter 
control of reflux ratio is achieved by fitting a total condensation, variable take-off still-head (see, for example, 
catalogues by Quickfit and Quartz, or Kontes) to the top of the fractionating column. However, great care must 
be taken to avoid flooding of the column during distillation. The minimum number of theoretical plates for 
satisfactory separation of two liquids differing in boiling point by if is approximately (273 + /)/3If, where t is 
the average boiling point in °C. 

Some of the commonly used columns are: 
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Bruun column. A type of all-glass bubble-cap column. 

Bubble-cap column. A type of plate column in which inverted cups (bubble caps) deflect ascending 
vapour through reflux liquid lying on each plate. Excess liquid from any plate overflows to the plate lying below it and 
ultimately returns to the flask. (For further details, see Bruun and Faulconer ind Eng Chem (Anal Ed) 9 247 1937), Like 
most plate columns, it has a high through-put, but a relatively low number of theoretical plates for a given height. 

Dufton column. A plain tube, into which fits closely (preferably ground to fit) a solid glass spiral wound 
round a central rod. It tends to choke at temperatures above 100° unless it is lagged (Dufton J Soc Chem ind (London) 
38 45T 1919). 

Hempel column. A plain tube (fitted near the top with a side arm) which is almost filled with a suitable 
packing, which may be of rings or helices. 

Oldershaw column. An all-glass perforated-plate column. The plates are sealed into a tube, each plate 
being equipped with a baffle to direct the flow of reflux liquid, and a raised outlet which maintains a definite liquid level 
on the plate and also serves as a drain on to the next lower plate [see Oldershaw ind Eng Chem (Anal Ed) 11 265 1941). 

Podbielniak column. A plain tube containing "Heli-Grid" Nichrome or Inconel wire packing. This 
packing provides a number of passage-ways for the reflux liquid, while the capillary spaces ensure very even spreading 
of the liquid, so that there is a very large area of contact between liquid and vapour while, at the same time, channelling 
and flooding are minimised. A column Im high has been stated to have an efficiency of 200-400 theoretical plates (for 
further details, see Podbielniak ind Eng Chem (Anal Ed) 13 639 1941; Mitchell and O'Gorman AC 20 315 i948). 

S ted man column. A plain tube containing a series of wire-gauze discs stamped into flat, truncated cones 
and welded together, alternatively base-to-base and edge-to-edge, with a flat disc across each base. Each cone has a 
hole, alternately arranged, near its base, vapour and liquid being brought into intimate contact on the gauze surfaces 
(Stedman Canad J Research B 15 383 1937). 

Todd column. A column (which may be a Dufton type, fitted with a Monel metal rod and spiral, or a 
Hempel type, fitted with glass helices) which is surrounded by an open heating jacket so that the temperature can be 
adjusted to be close to the distillation temperature (Todd Ind Eng Chem (Anal Ed) 17 175 1945). 

Vigreux column. A glass tube in which have been made a number of pairs of indentations which almost 
touch each other and which slope slightly downwards. The pairs of indentations are arranged to form a spiral of glass 
inside the tube. 

Widmer column. A Dufton column, modified by enclosing within two concentric tubes the portion 
containing the glass spiral. Vapour passes up the outer tube and down the inner tube before entering the centre 
portion. In this way flooding of the column, especially at high temperatures, is greatly reduced (Widmer HCA 1 59 
1924). 

The packing of a column greatly increases the surface of liquid films in contact with the vapour phase, thereby 
increasing the efficiency of the column, but reducing its capacity (the quantities of vapour and liquid able to flow in 
opposite directions in a column without causing flooding). Material for packing should be of uniform size, 
symmetrical shape, and have a unit diameter less than one eighth that of the column. (Rectification efficiency 
increases sharply as the size of the packing is reduced but so, also, does the hold-up in the column.) It should also be 
capable of uniform, reproducible packing. 

The usual packings are: 

(a) Rings. These may be hollow glass or porcelain (Raschig rings), of stainless steel gauze (Dixon rings), or 
hollow rings with a central partition (Lessing rings) which may be of porcelain, aluminium, copper or nickel. 

(b) Helices. These may be of metal or glass (Fenske rings), the latter being used where resistance to chemical 
attack is important (e.g. in distilling acids, organic halides, some sulphur compounds, and phenols). Metal single- 
turn helices are available in aluminium, nickel or stainless steel. Glass helices are less efficient, because they cannot 
be tamped to ensure uniform packing. 

(c) Balls. These are usually glass. 

(d) Wire packing. For use of "Heli-Grid" and "Heli-Pak" packings see references given for Podbielniak column. 
For Stedman packing, see entry under Stedman column. 

Condensers. Some of the more commonly used condensers are: 

Air condenser. A glass tube such as the inner part of a Liebig condenser. Used for liquids with boiling 
points above 90°. Can be of any length. 
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Allihn condenser. The inner tube of a Liebig condenser is modified by having a series of bulbs to 
increase the condensing surface. Further modifications of the bubble shapes give the Julian and Allihn-Kronbitter 
condensers. 

Bailey- Walker condenser. A type of all-metal condenser fitting into the neck of extraction apparatus 
and being supported by the rim. Used for high-boiling liquids. 

Coil condenser. An open tube, into which is sealed a glass coil or spiral through which water circulates. 
The tube is sometimes also surrounded by an outer cooling jacket. 

Double surface condenser. A tube in which the vapour is condensed between an outer and inner water- 
cooled jacket after impinging on the latter. Very useful for liquids boiling below 40°. 

Friedrichs condenser. A "cold-finger" type of condenser sealed into a glass jacket open at the bottom 
and near the top. The cold finger is formed into glass screw threads. 

Graham condenser. A type of coil condenser. 

Hopkins condenser. A cold-finger type of condenser resembling that of Friedrichs. 

Liebig condenser. An inner glass tube surrounded by a glass jacket through which water is circulated. 

Othmer condenser. A large-capacity condenser which has two coils of relatively large bore glass tubing 
inside it, through which the water flows. The two coils join at their top and bottom. 

West condenser. A Liebig condenser with a light-walled inner tube and a heavy-walled outer tube, with 
only a narrow space between them. 

Wiley condenser. A condenser resembling the Bailey-Walker type. 



VACUUM DISTILLATION 

This expression is commonly used to denote a distillation under reduced pressure lower than that of the normal 
atmosphere. Because the boiling point of a substance depends on the pressure, it is often possible by 
sufficiently lowering the pressure to distil materials at a temperature low enough to avoid partial or complete 
decomposition, even if they are unstable when boiled at atmospheric pressure. 

Sensitive or high-boiling liquids should invariably be distilled or fractionally distilled under reduced pressure. The 
apparatus is essentially as described for distillation except that ground joints connecting the different parts of the 
apparatus should be greased with the appropriate vacuum grease. For low, moderately high, and very high temperatures 
Apiezon L, M and T, respectively, are very satisfactory. Alternatively, it is often preferable to avoid grease and to use 
thin Teflon sleeves in the joints. The distilling flask, must be supplied with a capillary bleed (which allows a fine 
stream of air, nitrogen or argon into the flask), and the receiver should be of the fraction collector type (e.g. a Perkin 
triangle, see Quickfit and Quartz Ltd interchangeable glassware catalogue, or Kontes Glass Co, Vineland, New Jersey, 
cat. no. TG-15). When distilling under vacuum it is very important to place a loose packing of glass wool above the 
liquid to buffer sudden boiling of the liquid. The flask should be not more than two-thirds full of liquid. The vacuum 
must have attained a steady state before the heat source is applied, and the temperature of the heat source must be raised 
very slowly until boiling is achieved. 

If the pump is a filter pump off a high-pressure water supply, its performance will be limited by the temperature of the 
water because the vapour pressure of water at 10°. 15°, 20° and 25° is 9.2, 12.8, 17.5 and 23.8mm Hg respectively. 
The pressure can be measured with an ordinary manometer. For vacuums in the range 10* 2 mm Hg (10ji) to 1 0mm Hg, 
rotary mechanical pumps (oil pumps) are used and the pressure can be measured with a Vacustat McLeod type gauge. If 
still higher vacuums are required, for example for high vacuum sublimations, a mercury diffusion pump is suitable. In 
principle, this pump resembles an ordinary water pump. It has a single, double or triple jet through which the mercury 
vapour and condensate pass. Such a pump can provide a vacuum up to 10" 6 mm Hg. Two pumps can be used in series. 
For better efficiency these pumps are backed by a mechanical pump. The pressure is measured with a Pirani gauge. 
Where there is fear of contamination with mercury vapour, the mercury in the pumps can be replaced with vacuum oils, 
e.g. Apiezon type G or Silicone fluid (Dow Coming no. 702 or 703), which produce a vacuum range of 10* 4 lo 10' 7 mm 
Hg depending on pump design and system used. These fluids are resistant to oxidation, are non-corrosive and are non- 
toxic. The gauge should be as close to the distillation apparatus as possible in order to obtain the distillation pressure 
as accurately as possible, thus minimising the pressure drop between the gauge and the apparatus. 
In all cases, the pump is connected to the still through several traps to remove vapours. These traps may operate by 
chemical action, for example the use of sodium hydroxide pellets to react with acids, or by condensation, in which case 
empty tubes cooled in solid carbon dioxide-ethanol or liquid nitrogen (contained in wide-mouthed Dewar flasks) are 
used. 

Special oil or mercury traps are available commercially and a liquid-nitrogen trap is the most satisfactory one to use 
between these and the apparatus. It has an advantage over liquid air or oxygen in that it is non-explosive if it becomes 
contaminated with organic matter. Air should not be sucked through the apparatus before starting a distillation or 
sublimation because this will cause liquid air to condense in the liquid nitrogen trap and a good vacuum cannot be 
readily achieved. Hence, it is advisable to degas the system for a short period before the trap is immersed into the 
liquid nitrogen (which is kept in a Dewar flask). 
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Kugelrohr Distillation. This is more like reverse molecular distillation. The apparatus (Biichi 
Glasapparat Fabrik, FLAWL, Switzerland) is made up of small glass bulbs (ca 4-5cm diameter) which are joined 
together via Quickfit joints at each pole of the bulbs. The liquid (or low melting solid) to be purified is placed 
in the first bulb of a series of bulbs joined end to end, and the system can be evacuated. The fust bulb is heated 
in a movable furnace at a high temperature whereby most of the material distils into the second bulb (which is 
outside of the furnace). The furnace is then moved to the second bulb and the furnace temperature is reduced by 
ca 5° whereby the liquid in the second bulb distils into the third bulb (at this stage the first bulb is now out of 
the back of the furnace and the third and subsequent bulbs are outside the front of the furnace). The furnace 
temperature is lowered by a further ca 5° and moved to the third bulb when lower boiling material will distil 
into the fourth bulb. The process is continued until no more material distils into the subsequent bulb. The 
vacuum (if applied) and the furnace are removed, the bulbs are separated and the various fractions of distillates are 
collected from the individual bulbs. This procedure is used for preliminary purification and the distillates are 
then redistilled or recrystallised. 

Vacuum-lines, Schlenk and Glovebox Techniques, Manipulations involving materials 
sensitive to air or water vapour can be carried out by these procedures. Vacuum-line methods make use of 
quantitative transfers, and P(pressure)-V(volume)-T(temperature) measurements, of gases, and trap-to-trap 
separations of volatile substances. 

It is usually more convenient to work under an inert-gas atmosphere, using Schlenk type apparatus. The 
principle of Schlenk methods is the bottle which has a standard ground-glass joint and a sidearm with a Up. The 
system can be purged by evacuating and flushing with an inert gas (usually nitrogen, or in some cases, argon), 
repeating the process until the contaminants in the vapour phases have been diminished to acceptable limits. If 
the bottom of the bottle has a tap and a cone, a dropping bottle is produced, while further addition of a sinter 
disk in the bottle converts it to a filter funnel. With these, and tailor-made pieces of glassware, inert 
atmospheres can be maintained during crystallisation, filtration, sublimation and transfer. Schlenk-lype 
glassware is commercially available (as Airless Ware) from Kontes Glass Co, Vineland, NJ, USA and Embell 
Scientific, Murwillumbah, NSW 2484, Australia). 

Syringe techniques have been worked out for small volumes, while for large volumes or where much 
manipulation is required, dryboxes (glove boxes) or dry chambers should be used. 

For fuller discussion, see Sanderson Vacuum Manipulation of Volatile Compounds John Wiley and Sons Ltd, 
NY, 1948; L.W.Muller Vacuum Technology: Principles and Applications, Chapman & Hall Ltd, 1995; 
W.H.Kohl Handbook of Materials & Techniques for Vacuum Devices, American Institute of Physics Press, 
1994; Shriver The Manipulation of Air-sensitive Compounds McGraw-Hill Book Co, NY, 1969; Brown 
Organic Syntheses via Boranes, Wiley, NY, 1975; A.Pelter Borane Reagents, Academic Press Inc., 1988. 

Spinning-band Columns. Factors which limit the performance of distillation columns include 
the tendency to flood (which occurs when the returning liquid blocks the pathway taken by the vapour through 
the column) and the increased hold-up (which decreases the attainable efficiency) in the column that should, 
theoretically, be highly efficient. To overcome these difficulties, especially for distillation under high vacuum 
of heat sensitive or high-boiling highly viscous fluids, spinning band columns have become commercially 
available. In such units, the distillation columns contain a rapidly rotating, motor-driven, spiral band, which 
may be of polymer-coated metal, stainless steel or platinum. The rapid rotation of the band in contact with the 
walls of the still gives intimate mixing of descending liquid and ascending vapour while the screw-like motion 
of the band drives the liquid towards the still-pot, helping to reduce hold-up. There is very little pressure drop in 
such a system, and very high throughputs are possible, at high efficiency. For example, a 30-in 10-mm 
diameter commercial column is reported to have an efficiency of 28 plates and a pressure drop of 0.2mm Hg for 
a throughput of 330ml/h. The columns may be either vacuum jacketed or heated externally. The stills can be 
operated down to 10' 5 mm Hg. The principle, which was first used commercially in the Podbielniak Centrifugal 
Superfractionator, has also been embodied in descending-film molecular distillation apparatus. 

STEAM DISTILLATION 

When two immmiscible liquids distil, the sum of their (independent) partial pressures is equal to the 
atmospheric pressure. Hence in steam distillation, the distillate has the composition 
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Moles of substance P substance 760 ~ P water 



Moles of water P wa(er P water 

where the Fs are vapour pressures in mm Hg) in the boiling mixture. One of the advantages of using water in 
this way lies in its low molecular weight. 

The customary technique consists of heating the substance and water in a flask (to boiling), usually with the passage of 
steam, followed by condensation and separation of the aqueous and non-aqueous phases. Its advantages are those of 
selectivity (because only some water-insoluble substances, such as naphthalene, nitrobenzene, phenol and aniline are 
volatile in steam) and of ability to distil certain high-boiling substances well below their boiling point. It also 
facilitates the recovery of a non-steam- volatile solid at a relatively low temperature from a high-boiling solvent such 
as nitrobenzene. The efficiency of steam distillation is increased if superheated steam is used (because the vapour 
pressure of the organic component is increased relative to water). In this case the flask containing the material is 
heated (without water) in an oil bath and the steam passing through it is superheated by prior passage through a 
suitable heating device (such as a copper coil over a bunsen burner or an oil bath). (For further detail, see Krell 1963, p 
45). 

AZEOTROPIC DISTILLATION 

In some cases two or more liquids form constant-boiling mixtures, or azeotropes. Azeotropic mixtures are most 
likely to be found with components which readily form hydrogen bonds or are otherwise highly associated, 
especially when the components are dissimilar, for example an alcohol and an aromatic hydrocarbon, but have 
similar boiling points. (Many systems are summarised in Azeotropic Data - ///, L.H.Horsley, Advances in 
Chemistry Series 116, American Chemical Society, Washington, 1973). 

Examples where the boiling point of the distillate is a minimum (less than either pure component) include: 
Water with ethanol, n-propanol and isopropanol, ferr-butanol, propionic acid, butyric acid, pyridine, 
methanol with methyl iodide, methyl acetate, chloroform, 

ethanol with ethyl iodide, ethyl acetate, chloroform, benzene, toluene, methyl ethyl ketone, 
benzene with cyclohexane, 
acetic acid with toluene. 

Although less common, azeotropic mixtures are known which have higher boiling points than their components. 
These include water with most of the mineral acids (hydrofluoric, hydrochloric, hydrobromic, perchloric, nitric and 
sulphuric) and formic acid. Other examples are acetic acid-pyridine. acetone-chloroform, aniline-phenol, and 
chloroform- methyl acetate. 

The following azeotropes are important commercially for drying ethanol: 

ethanol 95.5% (by w.eight) - water 4.5% b 78.1° 

ethanol 32.4% - benzene 67.6% b 68.2° 

ethanol 18.5% - benzene 74.1% - water 7.4% b 64.9° 

Materials are sometimes added to form an azeotropic mixture with the substance to be purified. Because the azeotrope 
boils at a different temperature, this facilitates separation from substances distilling in the same range as the pure 
material. (Conversely, the impurity might form the azeotrope and be removed in this way). This method is often 
convenient, especially where the impurities are isomers or are otherwise closely related to the desired substance.. 
Formation of low-boiling azeotropes also facilitates distillation. 

One or more of the following methods can generally be used for separating the components of an azeotropic mixture: 

1. By using a chemical method to remove most of one species prior to distillation. (For example, water can be 

removed by suitable drying agents; aromatic and unsaturated hydrocarbons can be removed by 
sulphonation). 

2. By redistillation with an additional substance which can form a ternary azeotropic mixture (as in ethanol- 

water-benzene example given above). 

3. By selective adsorption of one of the components. (For example , of water on to a silica gel or molecular 

sieve, or of unsaturated hydrocarbons on to alumina). 

4. By fractional crystallisation of the mixture, either by direct freezing or after solution in a suitable solvent. 

ISOPIESTIC OR ISOTHERMAL DISTILLATION 

This technique can be useful for the preparation of metal-free solutions of volatile acids and bases for use in trace 
metal studies. The procedure involves placing two beakers, one of distilled water and the other of a solution of 
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the material to be purified, in a desiccator. The desiccator is sealed and left to stand at room temperature for 
several days. The volatile components distribute themselves between the two beakers whereas the non-volatile 
contaminants remain in the original beaker. This technique has afforded metal-free pure solutions of ammonia, 
hydrochloric acid and hydrogen fluoride. 

SUBLIMATION 

Sublimation differs from ordinary distillation because the vapour condenses to a solid instead of a liquid. 
Usually, the pressure in the heated system is diminished by pumping, and the vapour is condensed (after 
travelling a relatively short distance) on to a cold finger or some other cooled surface. This technique, which is 
applicable to many organic solids, can also be used with inorganic solids such as aluminium chloride, 
ammonium chloride, arsenious oxide and iodine. In some cases, passage of a stream of inert gas over the heated 
substance secures adequate vaporisation. 

RECRYSTALLISATION 

Techniques 

The most commonly used procedure for the purification of a solid material by recrystallisation from a solution 
involves the following steps: 

(a) The impure material is dissolved in a suitable solvent, by shaking or vigorous stirring, at or near the 
boiling point, to form a near-saturated solution. 

(b) The hot solution is filtered to remove any insoluble particles. To prevent crystallisation during this 
filtration, a heated (jacketed) filter funnel can be used or the solution can be somewhat diluted with 
more of the solvent. 

(c) The solution is then allowed to cool so that the dissolved substance crystallises out. 

(d) The crystals are separated from the mother liquor, either by centrifuging or by filtering, under suction, 
through a sintered glass, a Hirsch or a Buchner, funnel. Usually, centrifuging is much preferred 
because of the much greater ease and efficiency of separating crystals and mother liquor, and also 
because of the saving of time and effort, particularly when very small crystals are formed or when 
there is entrainment of solvent. 

(e) The crystals are washed free from mother liquor with a little fresh cold solvent, then dried. 

If the solution contains extraneous coloured material likely to contaminate the crystals, this can often be removed by 
adding some activated charcoal (decolorising carbon) to the hot, but not boiling, solution which is then shaken 
frequently for several minutes before being filtered. (The large active surface of the carbon makes it a good adsorbent 
for this purpose.) In general, the cooling and crystallisation step should be rapid so as to give small crystals which 
occlude less of the mother liquor. This is usually satisfactory with inorganic material, so that commonly the filtrate is 
cooled in an ice-water bath while being vigorously stirred. In many cases, however, organic molecules crystallise 
much more slowly, so that the filtrate must be set aside to cool to room temperature or left in the refrigerator. It is 
often desirable to subject material that is very impure to preliminary purification, such as steam distillation, Soxhlet 
extraction, or sublimation, before recrystallising it. A greater degree of purity is also to be expected if the 
crystallisation process is repeated several limes, especially if different solvents are used. The advantage of several 
crystallisations from different solvents lies in the fact that the material sought, and its impurities, are unlikely to have 
similar solubilities as solvents and temperatures are varied. 

For the final separation of solid material, sintered-glass discs are preferable to filter paper. Sintered glass is unaffected 
by strongly acid solutions or by oxidising agents. Also, with filter paper, cellulose fibres are likely to become 
included in the sample. The sintered-glass discs or funnels can be readily cleaned by washing in freshly prepared 
chromic acid cleaning mixture. This mixture is made by adding 100ml of concentrated sulphuric acid slowly with 
stirring to a solution of 5g of sodium dichromate in 5ml of water. (The mixture warms to about 70°). 
For materials with melting points below 70° it is sometimes convenient to use dilute solutions in acetone, methanol, 
pentane, ethyl ether or CHCI3-CCI4. The solutions are cooled to -78° in Dry-ice, to give a filtrable slurry which is 
filtered off through a precooled Biichner funnel. Experimental details, as applied to the purification of nitromethane. 
are given by Parrett and Sun [J Chem Educ 54 448 1977]. 

Where substances vary little in solubility with temperature, isothermal crystallisation may sometimes be employed. 
This usually takes the form of a partial evaporation of a saturated solution at room temperature by leaving it under 
reduced pressure in a desiccator. 

However, in rare cases, crystallisation is not a satisfactory method of purification, especially if the impurity forms 
crystals that are isomorphous with the material being purified. In fact, the impurity content may even be greater in 
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such recrystalliscd material. For this reason, it still remains necessary to test for impurities and to remove or 
adequately lower their concentrations by suitable chemical manipulation prior to recrystallisation. 

Filtration 

Filtration removes particulate impurities rapidly from liquids and is also used to collect insoluble or crystalline 
solids which separate or crystallise from solution. The usual technique is to pass the solution, cold or hot, 
through a fluted filter paper in a conical glass funnel (see Vogel's Textbook of Practical Organic Chemistry, p 
46). 

If a solution is hot and needs to be filtered rapidly a Buchner runnel and flask are used and filtration is performed under a 
slight vacuum (water pump), the filter medium being a circular cellulose filter paper wet with solvent. If filtration is 
slow, even under high vacuum, a pile of about twenty filter papers, wet as before, are placed in the Biichner funnel and. 
as the flow of solution slows down, the upper layers of the filter paper are progressively removed. Alternatively, a 
filter aid, e.g. Celite, Florisil or Hyflo-supercel, is placed on top of a filter paper in the funnel. When the flow of the 
solution (under suction) slows down the upper surface of the filter aid is scratched gently. Filter papers with various 
pore sizes are available covering a range of filtration rates. Hardened filter papers are slow filtering but they can 
withstand acidic and alkaline solutions without appreciable hydrolysis of the cellulose (see Table 3). When using 
strong acids it is preferable to use glass micro fibre filters which are commercially available (see Table 3). 

Freeing a solution from extremely small particles (e.g. for ORD or CD measurements) requires filters with very small 
pore size. Commercially available (Millipore, Gelman, Nucleopore) filters other than cellulose or glass include nylon, 
Teflon, and polyvinyl chloride, and the pore diameter may be as small as O.Olmicron (see Table 4). Special containers 
are used to hold the filters, through which the solution is pressed by applying pressure, e.g. from a syringe. Some of 
these filters can be used to clear strong sulphuric acid solutions . 

As an alternative to the Buchner funnel for collecting crystalline solids, a funnel with a sintered glass-plate under 
suction may be used. Sintered-glass funnels with various porosities are commercially available and can easily cleaned 
with warm chromic or nitric acid (see above). 

When the solid particles are too fine to be collected on a filter funnel because filtration is extremely slow, 
separation by centrifugation should be used. Bench type centrifuges are most convenient for this purpose. 
The solid is placed in the centrifuge tube, the tubes containing the solutions on opposite sides of the rotor 
should be balanced accurately (at least within 0.05 to O.lg), and the solutions are spun at maximum speed for as 
long as it takes to settle the solid (usually ca 3-5 minutes). The solid is washed with cold solvent by 
centrifugation, and finally twice with a pure volatile solvent in which the solid is insoluble, also by 
centrifugation. After decanting the supernatant the residue is dried in a vacuum, at elevated temperatures if 
necessary. In order to avoid "spitting" and contamination with dust while the solid in the centrifuge tube is 
dried, the mouth of the tube is covered with silver paper and held fast with a tight rubber band near the lip. The 
flat surface of the silver paper is then perforated in several places with a pin. 

Choice of Solvents 

The best solvents for recrystallisation have the following properties: 

(a) The materia! is much more soluble at higher temperatures than it is at room temperature or below. 

(b) Well-formed (but not large) crystals are produced. 

(c) Impurities are either very soluble or only sparingly soluble. 

(d) The solvent must be readily removed from the purified material. 

(e) There must be no reaction between the solvent and the substance being purified. 

(0 The solvent must not be inconveniently volatile or too highly flammable. (These are reasons why 
ethyl ether and carbon disulphide are not commonly used in this way.) 

The following generalisations provide a rough guide to the selection of a suitable solvent: 

(a) Substances usually dissolve best in solvents to which they are most closely related in chemical and 
physical characteristics. Thus, hydroxylic compounds are likely to be most soluble in water, 
methanol, ethanol, acetic acid or acetone. Similarly, petroleum ether might be used with water- 
insoluble substances. However, if the resemblance is too close, solubilities may become excessive. 

(b) Higher members of homologous series approximate more and more closely to their parent 
hydrocarbon. 

(c) Polar substances are more soluble in polar, than in non-polar, solvents. 
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Although Chapters 3, 4 and 5 provide details of the solvents used for recrystallising a large portion of 
commercially available laboratory chemicals, they cannot hope to be exhaustive, nor need they necessarily be 
the best choice. In other cases where it is desirable to use this process, it is necessary to establish whether a 
given solvent is suitable. This is usually done by taking only a small amount of material in a small test-tube 
and adding enough solvent to cover it. If it dissolves readily in the cold or on gentle warming, the solvent is 
unsuitable. Conversely, if it remains insoluble when the solvent is heated to boiling (adding more solvent if 
necessary), the solvent is again unsuitable. If the material dissolves in the hot solvent but does not crystallise 
readily within several minutes of cooling in an ice-salt mixture, another solvent should be tried. 
Solvents commonly used for recrystallisation, and their boiling points, are given in Table 5. 

Mixed Solvents 

Where a substance is too soluble in one solvent and too insoluble in another, for either to be used for 
recrystallisation, it is often possible (provided they are miscible) to use them as a mixed solvent. (In general, 
however, it is preferable to use a single solvent if this is practicable.) Table 6 contains many of the common 
pairs of miscible solvents. 

The technique of recrystallisation from a mixed solvent is as follows: 

The material is dissolved in the solvent in which it is the more soluble, then the other solvent (heated to near 
boiling) is added cautiously to the hot solution until a slight turbidity persists or crystallisation begins. This is 
cleared by adding several drops of the first solvent, and the solution is allowed to cool and crystallise in the 
usual way. 

A variation of this procedure is simply to precipitate the material in a microcrystalline form from solution in 
one solvent at room temperature, by adding a little more of the second solvent, filtering this off, adding a little 
more of the second solvent and repeating the process. This ensures, at least in the first or last precipitation, a 
material which contains as little as possible of the impurities which may also be precipitated in this way. With 
salts the first solvent is commonly water, and the second solvent is alcohol or acetone. 

Recrystallisation from the Melt 

A crystalline solid melts when its temperature is raised sufficiently for the thermal agitation of its molecules or 
ions to overcome the restraints imposed by the crystal lattice. Usually, impurities weaken crystal structures, 
and hence lower the melting points of solids (or the freezing points of liquids). If an impure material is melted 
and cooled slowly (with the addition, if necessary, of a trace of solid material near the freezing point to avoid 
supercooling), the first crystals that form will usually contain less of the impurity, so that fractional 
solidification by partial freezing can be used as a purification process for solids with melting points lying in a 
convenient temperature range (or for more readily frozen liquids). In some cases, impurities form higher melting 
eutectics with substances to be purified, so that the first material to solidify is less pure than the melt. For this 
reason, it is often desirable to discard the first crystals and also the final portions of the melt. Substances 
having similar boiling points often differ much more in melting points, so that fractional solidification can offer 
real advantages, especially where ultrapurity is sought. 

The technique of recrystallisation from the melt as a means of purification dates back from its use by Schwab and 
Wichers {J Res Nat Bur Stand 25 747 1940) to purify benzoic acid. It works best if material is already nearly pure, and 
hence tends to be a final purification step. A simple apparatus for purifying organic compounds by progressive 
freezing is described by Matthias and Coggeshall (AC 31 1124 1959). In principle, the molten substance is cooled 
slowly by progressive lowering of the tube containing it into a suitable bath. For temperatures between 0° and 100°, 
waterbaths are convenient. Where lower temperatures are required, the cooling baths given in Table 7 can be used. 
Cooling is stopped when part of the melt has solidified, and the liquid phase is drained off. Column crystallisation has 
been used to purify stearyl alcohol, cetyl alcohol, myristic acid; fluorene, phenanthrene, biphenyl, terphenyls, 
dibenzyl; phenol, 2-naphthol; benzophenone and 2,4-dinitrotoluene; and many other organic (and inorganic) 
compounds. [See, for example, Developments in Separation Science N.N.Lee (ed), CRC Press, Cleveland. Ohio, 
1972]. Thus, an increase in purity from 99.80 to 99.98 mole% was obtained when acetamide was slowly crystallised in 
an insulated round bottom flask until half the material had solidified and the solid phase was then recrystallised from 
benzene [Schwab and Wichers J Res Nat Bur Stand 32 253 1944). 

Fractional solidification and its applications to obtaining ultrapurc chemical substances, has been treated in detail in 
Fractional Solidification by M.Zief and W.R.Wilcox eds, Edward Arnold Inc, London 1967, and Purification of 
inorganic and Organic Materials by M.Zief. Marcel Dekker Inc, New York 1969. These monographs should be 
consulted for discussion of the basic principles of solid-liquid processes such as zone melting, progressive freezing 
and column crystallisation, laboratory apparatus and industrial scale equipment, and examples of applications. These 
include the removal of cyclohexane from benzene, and the purification of aromatic amines, dienes and naphthalene, 
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and inorganic species such as the alkali iodides, potassium chloride, indium antimonide and gallium trichloride. The 
authors also discuss analytical methods for assessing the purity of the final material. 

Zone Refining 

Zone refining (or zone melting) is a particular development for fractional solidification and is applicable to all 
crystalline substances that show differences in soluble impurity concentration in liquid and solid states at 
solidification. The apparatus used in this technique consists essentially of a device by which a narrow molten 
zone moves slowly down a long tube filled with the material to be purified. The machine can be set to recycle 
repeatedly. At its advancing side, the zone has a melting interface with the impure material whereas on the 
upper surface of the zone there is a constantly growing face of higher-melting, resolidified material. This leads 
to a progressive increase in impurity in the liquid phase which, at the end of the run, is discarded. Also, because 
of the progressive increase in impurity in the liquid phase, the resolidified material becomes correspondingly less 
further purified. For this reason, it is usually necessary to make several zone-melting runs before a sample is 
satisfactorily purified. This is also why the method works most successfully if the material is already fairly 
pure. In all these operations the zone must travel slowly enough to enable impurities to diffuse or be convected 
away from the area where resolidification is occurring. 

The technique finds commercial application in the production of metals of extremely high purity (impurities down to 
10 -9 ppm), in purifying refractory oxides, and in purifying organic compounds, using commercially available 
equipment. Criteria for indicating that definite purification is achieved include elevation of melting point, removal of 
colour, fluorescence or smell, and a lowering of electrical conductivity. Difficulties likely to be met with in organic 
compounds, especially those of low melting points and low rates of crystallisation, are supercooling and, because of 
surface tension and contraction, the tendency of the molten zone to seep back into the recry stall ised areas. The method 
is likely to be useful in cases where fractional distillation is not practicable, either because of unfavourable vapour 
pressures or ease of decomposition, or where super-pure materials are required. It has been used for the latter purpose 
with anthracene, benzoic acid, chrysene, morphine and pyrene. (See references on p. 47). 



DRYING 
Removal of Solvents 

Where substances are sufficiently stable, removal of solvent from recry stallised materials presents no problems. The 
crystals, after filtering at the pump (and perhaps air-drying by suction), are heated in an oven above the boiling point 
of the solvent (but below their melting point), followed by cooling in a desiccator. Where this treatment is 
inadvisable, it is still often possible to heat to a lower temperature under reduced pressure, for example in an 
Abderhalden pistol. This device consists of a small chamber which is heated externally by the vapour of a boiling 
solvent. Inside this chamber, which can be evacuated by a water pump or some other vacuum pump, is placed a small 
boat containing the sample to be dried and also a receptacle with a suitable drying agent. Convenient liquids for use as 
boiling liquids in an Abderhalden pistol, and their temperatures, are given in Table 9. In cases where heating above 
room temperature cannot be used, drying must be carried out in a vacuum desiccator containing suitable absorbants. 
For example, hydrocarbons, such as benzene, cyclohexane and petroleum ether, can be removed by using shredded 
paraffin wax, and acetic acid and other acids can be absorbed by pellets of sodium, or potassium, hydroxide. However, 
in general, solvent removal is less of a problem than ensuring that the water content of solids and liquids is reduced 
below an acceptable level. 

Removal of Water 

Methods for removing water from solids depends on the thermal stability of the solids or the time available. The safest 
way is to dry in a vacuum desiccator over concentrated sulphuric acid, phosphorus pentoxide, silica gel, calcium 
chloride, or some other desiccant. Where substances are stable in air and melt above 100° drying in an air oven may be 
adequate. In other cases, use of an Abderhalden pistol may be satisfactory. 

Often, in drying inorganic salts, the final material that is required is a hydrate. In such cases, the purified substance is 
left in a desiccator to equilibrate above an aqueous solution having a suitable water-vapour pressure. A convenient 
range of solutions used in this way is given in Table 10. 

The choice of desiccants for drying liquids is more restricted because of the need to avoid all substances likely to react 
with the liquids themselves. In some cases, direct distillation of an organic liquid is a suitable method for drying both 
solids and liquids, especially if low-boiling azeotropes are formed. Examples include acetone, aniline, benzene, 
chloroform, carbon tetrachloride, ethylene dichloride, heptane, hexane, methanol, nitrobenzene, petroleum ether, 
toluene and xylene. Addition of benzene can be used for drying ethanol by distillation. In carrying out distillations 
intended to yield anhydrous products, the apparatus should be fitted with guard-tubes containing calcium chloride or 
silica gel to prevent entry of moist air into the system. (Many anhydrous organic liquids are appreciably 
hygroscopic). 
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Traces of water can be removed from solvents such as benzene, 1,2-dimethoxyethane, ethyl ether, CH 2 Cl2, pentane, 
toluene and tetrahydrofuran by refluxing under nitrogen a solution containing sodium benzophenone ketyl, and 
fractionally distilling. Drying with, and distilling from CaH 2 is applicable to a number of solvents including aniline, 
benzene, (m-butylamine, lerf-butanol, 2,4,6-collidine, diisopropylamine, dimethylformamide, hexamethyl- 
phosphoramide, methylenedichloride, pyridine, tetramethylethylenediamine, toluene, triethytamine. 

Removal of water from gases may be by physical or chemical means, and is commonly by adsorption on to a drying 
agent in a low-temperature trap. The effectiveness of drying agents depends on the vapour pressure of the hydrated 
compound - the lower the vapour pressure the less the remaining moisture in the gas. 

The most usually applicable of the specific methods for detecting and determining water in organic liquids is due to Karl 
Fischer. (See J. Mitchell and D.M.Smith, Aquametry, Interscience, New York, 1948; Fieser and Fieser Reagents for 
Organic Synthesis, J.Wiley & Sons, NY, Vol 1, 528 1967). Other techniques include electrical conductivity 
measurements and observation of the temperature at which the first cloudiness appears as the liquid is cooled 
(applicable to liquids in which water is only slightly soluble). Addition of anhydrous cobalt (II) iodide (blue) provides 
a convenient method (colour change to pink on hydration) for detecting water in alcohols, ketones, nitriles and some 
esters. Infrared absorption measurements of the broad band for water near 3500 cm' 1 can also sometimes be used for 
detecting water in non-hydroxylic substances. 

Intensity and Capacity of Common Desiccants 

Drying agents can be conveniently be grouped into three classes, depending on whether they combine with water 
reversibly, they react chemically (irreversibly) with water, or they are molecular sieves. The first group vary in 
their drying intensity with the temperature at which they are used, depending on the vapour pressure of the 
hydrate that is formed. This is why, for example, drying agents such as anhydrous sodium sulphate, magnesium 
sulphate or calcium chloride should be filtered off from the liquids before the latter are heated. The intensities of 
drying agents belonging to this group fall in the sequence: 

P 2 0 5 » BaO > Mg(C10 4 ) 2 . CaO> MgO, KOH (fused), cone H 2 S0 4 , CaS0 4 , A1 2 0 3 > KOH (sticks), 
silica gel, Mg(C10 4 ) 2 .3H 2 0 > NaOH (fused), 95% H 2 S0 4 , CaBr 2 , CaCl 2 (fused) > NaOH (sticks), 
Ba(Cl0 4 ) 2 , ZnCl 2 (sticks), ZnBr 2 > CaCI 2 (technical) > CuS0 4 > Na 2 S0 4 , K 2 C0 3 . 
Where large amounts of water are to be removed, a preliminary drying of liquids is often possible by shaking 
with concentrated solutions of calcium chloride or potassium carbonate, or by adding sodium chloride to salt out 
the organic phase (for example, in the drying of lower alcohols). 

Drying agents that combine irreversibly with water include the alkali metals, the metal hydrides (discussed in 
Chapter 2), and calcium carbide. 

Suitability of Individual Desiccants 

Alumina. (Preheated to 175° for about 7h). Mainly as a drying agent in a desiccator or as a column 
through which liquid is percolated. 

Aluminium amalgam. Mainly used for removing traces of water from alcohols, which are distilled from it 
after refluxing. 

Barium oxide. Suitable for drying organic bases. 

Barium perch I orate. Expensive. Used in desiccators (covered with a metal guard). Unsuitable for drying 
solvents or organic material where contact is necessary, because of the danger of EXPLOSION 

Boric anhydride. (Prepared by melting boric acid in an air oven at a high temperature, cooling in a 
desiccator, and powdering.) Mainly used for drying formic acid. 

Calcium chloride (anhydrous). Cheap. Large capacity for absorption of water, giving the 
hexahydrate below 30°, but is fairly slow in action and not very efficient. Its main use is for preliminary drying of 
alkyl and aryl halides, most esters, saturated and aromatic hydrocarbons and ethers. Unsuitable for drying alcohols and 
amines (which form addition compounds), fatty acids, amides, amino acids, ketones, phenols, or some aldehydes and 
esters. Calcium chloride is suitable for drying the following gases: hydrogen, hydrogen chloride, carbon monoxide, 
carbon dioxide, sulphur dioxide, nitrogen, methane, oxygen, also paraffins, ethers, oleftnes and alkyl chlorides. 

Calcium hydride. See Chapter 2. 

Calcium oxide. (Preheated to 700-900° before use.) Suitable for alcohols and amines (but does not dry 
them completely). Need not be removed before distillation, but in that case the head of the distillation column should 
be packed with glass wool to trap any calcium oxide powder that might be carried over. Unsuitable for acidic 
compounds and esters. Suitable for drying gaseous amines and ammonia. 

Calcium sulphate (anhydrous). (Prepared by heating the dihydrate or the hemihydrate in an oven at 
235° for 2-3h; it can be regenerated.) Available commercially as Drierite. It forms the hemihydrate, 2CaS04.H 2 0, so 
that its capacity is fairly low (6.6% of its weight of water), and hence is best used on partially dried substances. It is 
very efficient (being comparable with phosphorus pentoxide and concentrated sulphuric acid). Suitable for most 
organic compounds. Solvents boiling below 100° can be dried by direct distillation from calcium sulphate. 

Copper (II) sulphate (anhydrous). Suitable for esters and alcohols. Preferable to sodium sulphate in 
cases where solvents are sparingly soluble in water (for example, benzene or toluene). 
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Lithium aluminium hydride. See Chapter 2. 

Magnesium amalgam. Mainly used for removing traces of water from alcohols, which are distilled from 
it after refluxing. 

Magnesium perchlorate (anhydrous). (Available commercially as Dehydrite. Expensive.) Used in 
desiccators. Unsuitable for drying solvents or any organic material where contact is necessary, because of the danger 
of EXPLOSION. 

Magnesium sulphate (anhydrous). (Prepared from the heptahydrate by drying at 300° under reduced 
pressure.) More rapid and effective than sodium sulphate. It has a large capacity, forming MgS0 4 .7H 2 0 below 48°. 
Suitable for the preliminary drying of most organic compounds. 

Molecular sieves. See page 28. 

Phosphorus pentoxide. Very rapid and efficient, but difficult to handle and should only be used after the 
organic material has been partially dried, for example with magnesium sulphate. Suitable for acid anhydrides, alkyl 
and aryl halides, ethers, esters, hydrocarbons and nitriles, and for use in desiccators. Not suitable with acids, alcohols, 
amines or ketones, or with organic molecules from which a molecule of water can be fairly readily abstracted by an 
elimination rection. Suitable for drying the following gases: hydrogen, oxygen, carbon dioxide, carbon monoxide, 
sulphur dioxide, nitrogen, methane, ethylene and paraffins. It is available with an indicator (cobalt salt, blue when dry 
and pink when wet) under the name Sicapent (from Merck). 

Potassium (metal). Properties and applications are simitar to those for sodium, and it is a 
correspondingly hazardous substance. 

Potassium carbonate (anhydrous). Has a moderate efficiency and capacity, forming the dihydrate. 
Suitable for an initial drying of alcohols, bases, esters, ketones and nitriles by shaking with them, then filtering off. 
Also suitable for salting out water-soluble alcohols, amines and ketones. Unsuitable for acids, phenols and other 
acidic substances. 

Potassium hydroxide. Solid potassium hydroxide is very rapid and efficient. Its use is limited almost 
entirely to the initial drying of organic bases. Alternatively, sometimes the base is shaken first with a concentrated 
solution of potassium hydroxide to remove most of the water present. Unsuitable for acids, aldehydes, ketones, 
phenols, amides and esters. Also used for drying gaseous amines and ammonia. 

Silica get. Granulated silica gel is a commercially available drying agent for use with gases, in 
desiccators, and (because of its chemical inertness) in physical instruments (pH meters, spectrometers, balances). Its 
drying action depends on physical adsorption, so that silica gel must be used at room temperature or below. By 
incorporating cobalt chloride into the material it can be made self indicating, re-drying in an oven at 110° being 
necessary when the colour changes from blue to pink. 

Sodium (metal). Used as a fine wire or as chips, for more completely drying ethers, saturated 
hydrocarbons and aromatic hydrocarbons which have been partially dried (for example with calcium chloride or 
magnesium sulphate). Unsuitable for acids, alcohols, alkyl halides, aldehydes, ketones, amines and esters. Reacts 
violently if much water is present and can cause a fire with highly flammable liquids. 

Sodium hydroxide. Properties and applications are similar to those for potassium hydroxide. 

Sodium-potassium alloy. Used as lumps. Lower melting than sodium, so that its surface is readily 
renewed by shaking. Properties and applications are similar to those for sodium. 

Sodium sulphate (anhydrous). Has a large capacity for absorption of water, forming the decahydrate 
below 33°, but drying is slow and inefficient, especially for solvents that are sparingly soluble in water. It is suitable 
for the preliminary drying of most types of organic compounds. 

Sulphuric acid (concentrated). Widely used in desiccators. Suitable for drying bromine, saturated 
hydrocarbons, alkyl and aryl halides. Also suitable for drying the following gases: hydrogen, nitrogen, carbon 
dioxide, carbon monoxide, chlorine, methane and paraffins. Unsuitable for alcohols, bases, ketones or phenols. Also 
available with an indicator (a cobalt salt, blue when dry and pink when wet) under the name Sicacide (from Merck) for 
desiccators. 

For convenience, many of the above drying agents are listed in Table 11 under the classes of organic compounds 
for which they are commonly used. 

Freeze-pump-thaw and Purging 

Volatile contaminants, e,g, traces of low boiling solvent residue or oxygen, in liquid samples or solutions can be very 
deleterious to the samples on storage. These contaminants can be removed by repeated freeze-pump-thaw cycles. This 
involves freezing the liquid material under high vacuum in an appropriate vessel (which should be large enough to 
avoid contaminating the vacuum line with liquid that has bumped) connected to the vacuum line via efficient liquid 
nitrogen traps. The frozen sample is then thawed until it liquefies, kept in this form for some time (ca, 10-I5min), 
refreezing the sample and the cycle repeated several times without interupting the vacuum. This procedure applies 
equally well to solutions, as well as purified liquids, e.g. as a means of removing oxygen from solutions for NMR and 
other measurements. If the presence of nitrogen, helium or argon, is not a serious contaminant then solutions can be 
freed from gases, e.g. oxygen, carbon dioxide, and volatile impurities by purging with N2, He or Ar at room, or 
slightly elevated, temperature. The gases used for purging are then removed by freeze-pump-thaw cycles or simply by 
keeping in a vacuum for several hours. 
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CHROMATOGRAPHY 

Chromatography is often used with advantage for the purification of small amounts of complex organic 
mixtures, either as liquid chromatography or as vapour phase (gas) chromatography. 
Liquid Chromatography 

The mobile phase in liquid chromatography is a liquid and the stationary phase is of four main types. These are 
for adsorption, partition, ion-chromatography, and gel filtration. The technique of chromatography which 
applies to all liquid chromatography at atmospheric pressure comprises the following distinct steps. The 
material is adsorbed as a level bed onto the column of stationary phase. (It is important that this bed is as 
narrow as possible because the bands of components in the mixture that is applied widen as they move with 
the mobile phase down the column.) The column is washed (developed) with a quantity of pure solvent or 
solvent mixture. The column may be pushed out of the tube so that it can be divided into zones. The desired 
components are then extracted from the appropriate zones using a suitable solvent. Alternatively, and more 
commonly, the column is left intact and the bands are progressively eluted by passing more solvent through the 
column. 

Adsorption Chromatography 

Adsorption chromatography is based on the difference in the extent to which substances in solution are adsorbed onto 
a suitable surface. The substances to be purified are usually placed on the top of the column and the solvent is run down 
the column. In a more common variation of this method, the column containing the adsorbent is full of solvent before 
applying the mixture at the top of the column. In another application the mixture is adsorbed onto a small amount of 
stationary phase and placed at the bottom of the column with the dry stationary phase above it. By applying a slight 
vacuum at the top of the column, the eluting solvent can be sucked slowly upwards from the bottom of the column. 
When the solvent has reached the top of the column the separation is complete and the vacuum is released. The 
packing is pushed gently out of the tube and cut into strips as above. Alternatively the vacuum is kept and the effluent 
from the top of the column is collected in fractions. The fractions are monitored by UV or visible spectra, colour 
reactions or other means for identifying the components. 

Graded Adsorbents and Solvents. Materials used in columns for adsorption chromatography are grouped in 
Table 1 2 in an approximate order of effectiveness. Other adsorbents sometimes used include barium carbonate, calcium 
sulphate, charcoal (usually mixed with kieselguhr or other form of diatomaceous earth, for example, the filter aid 
Celite), cellulose, glucose and lactose. The alumina can be prepared in several grades of activity (see below). 
In most cases, adsorption takes place most readily from non-polar solvents, such as petroleum ether or benzene, and 
least readily from polar solvents such as alcohols, esters, and acetic acid. Common solvents, arranged in approximate 
order of increasing eluting ability are also given in Table 12. 

Eluting power roughly parallels the dielectric constants of solvents. The series also reflects the extent to which the 
solvent binds to the column material, thereby displacing the substances that are already adsorbed. This preference of 
alumina and silica gel for polar molecules explains, for example, the use of percolation through a column of silica gel 
for the following purposes-drying of ethylbenzene, removal of aromatics from 2,4-dimethylpentane and of ultraviolet 
absorbing substances from cyclohexane. 

Mixed solvents are intermediate in strength, and so provide a finely graded series. In choosing a solvent for use as an 
eluent it is necessary to consider the solubility of the substance in it, and the ease with which it can subsequently be 
removed. 

Preparation and Standardisation of Alumina. The activity of alumina depends inversely on its water 
content, and a sample of poorly active material can be rendered more active by leaving for some time in a round 
bottomed flask heated up to about 200° in an oil bath or a heating mantle while a slow stream of a dry inert gas is 
passed through it. Alternatively, it is heated to red heat (380-400°) in an open vessel for 4-6h with occasional stirring 
and then cooled in a vacuum desiccator: this material is then of grade I activity. Conversely, alumina can be rendered 
less active by adding small amounts of water and thoroughly mixing for several hours. Addition of about 3% (w/w) of 
water converts grade I alumina to grade II. 

Used alumina can be regenerated by repeated extraction, first with boiling methanol, then with boiling water, followed 
by drying and heating. The degree of activity of the material can be expressed conveniently in terms of the scale due to 
Brockmann and Schodder (B B 74 73 1941). This system is based on the extent of adsorption of five pairs of azo 
dyestuffs, being adjacent members of the set: azobenzene, p-methoxyazobenzene, Sudan yellow, Sudan red, 
aminoazobenzene, hydroxy azobenzene. In testing the alumina, a tube 10cm long by 1.5cm internal diameter is packed 
with alumina to a depth of 5cm and covered with a disc of filter paper. The dyestuff solutions are prepared by 
dissolving 2mg of each azo dye of the pair in 2ml of purified benzene (distilled from potassium hydroxide) and 8ml of 
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petroleum ether. The solution is applied to the column and developed with 20ml of benzene-petroleum ether mixture 
(1:4 v/v) at a flow rate of about 20-30 drops per min. The behaviour in the following Table is observed: 



GRADE 


(a) 


POSITION OF ZONES 

(b) 


(c) 


I 


p-Methoxyazobenzene 


Azobenzene 




11 


p-Methoxyazobenzene(d) 


Azobenzene 




II 


Sudan Yellow 


p-Methoxyazobenzene 




III 




Sudan Yellow 


p-Methoxy- 








azobenzene 


III 


Sudan Red 


Sudan Yellow 




IV 


Sudan Red 




Sudan 








Yellow 


IV 


Aminoazobenzene 


Sudan Red 




V 


Hydroxyazobenzene 


Aminoazobenzene 





(a) Near top of column, (b) Near bottom of column, (c) In effluent, (d) 1 to 2 cm from top. Grade I is most active, Grade 
V is least active. 



Alumina is normally slightly alkaline. A (less strongly adsorbing) neutral alumina can be prepared by making a slurry 
in water and adding 2M hydrochloric acid until the solution is acid to Congo red. The alumina is then filtered off, 
washed with distilled water until the wash water gives only a weak violet colour with Congo red paper, and dried. 
Alumina used in TLC can be recovered by washing in ethanol for 48h with occasional stirring, to remove binder 
material and then washed with successive portions of ethyl acetate, acetone and finally with distilled water. Fine 
particles are removed by siphoning. The alumina is first suspended in 0.04M acetic acid, then in distilled water, 
siphoning off 30 minutes after each wash. The process is repeated 7-8 times. It is then dried and activated at 200° 
[Vogh and Thomson AC 53 1365 795/]. 

Preparation of other adsorbents. Silica get can be prepared from commercial water-glass by diluting it with 
water to a density of 1.19 and, while keeping it cooled to 5°, adding concentrated hydrochloric acid with stirring until 
the solution is acid to thymol blue. After standing for 3h, the precipitate is filtered off, washed on a Biichner funnel 
with distilled water, then suspended in 0.2M hydrochloric acid. The suspension is stood for 2-3days. with occasional 
stirring, then filtered, washed well with water and dried at 110°. It can be activated by heating up to about 200° as 
described for alumina. 

Powdered commercial silica gel can be purified by suspending and standing overnight in concentrated hydrochloric acid 
(6ml/g), decanting the supernatant and repeating with fresh acid until the latter remains colourless. After filtering with 
suction on a sintered-glass funnel, the residue is suspended in water and washed by decantation until free of chloride 
ions. It is then filtered, suspended in 95% ethanol, filtered again and washed on the filter with 95% ethanol. The 
process is repeated with anhydrous ethyl ether before the gel is heated for 24h at 100° and stored for another 24h in a 
vacuum desiccator over phosphorus pentoxide. 

Commercial silica gel has also been purified by suspension of 200g in 2L of 0.04M ammonia, allowed to stand for 
5min before siphoning off the supernatant. The procedure was repeated 3-4 times, before rinsing with distilled water 
and drying and activating the silica gel in an oven at 110° [Vogh and Thomson, AC S3 1345 1981], 

Diatoraaceous earth. (Celite 535 or 545, Hyflo Super-cel, Dicalite, Kieselguhr) is purified before use by washing 
with 3M hydrochloric acid, then water, or it is made into a slurry with hot water, filtered at the pump and washed with 
water at 50° until the filtrate is no longer alkaline to litmus. Organic materials can be removed by repeated extraction 
at 50° with methanol, benzene or chloroform, followed by washing with methanol, filtering and drying at 90-100°. 

Activation of charcoal is generally achieved satisfactorily by heating gently to red heat in a crucible or quartz beaker 
in a muffle furnace, finally allowing to cool under an inert atmosphere in a desiccator. To improve the porosity, 
charcoal columns are usually prepared in admixture with diatomaceous earth. 

Purification of cellulose for chromatography is by sequential washing with chloroform, ethanol, water, ethanol, 
chloroform and acetone. More extensive purification uses aqueous ammonia, water, hydrochloric acid, water, acetone 
and ethyl ether, followed by drying in a vacuum. Trace metals can be removed from filter paper by washing for several 
hours with 0.IM oxalic or citric acid, followed by repeated washing with distilled water. 
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Partition Chromatography 

Partition chromatography is concerned with the distribution of substances between a mobile phase and a non- 
volatile liquid which is itself adsorbed onto an inert supporting stationary phase. The mobile phase may be a 
gas (see vapour phase chromatography) or a liquid. Paper chromatography, and reverse-phase thin layer 
chromatography are other applications of partition chromatography. Yet another application is paired-ion 
chromatography which is used for the separation of substances by virtue of their ionic properties. In principle, 
the separation of components of a mixture depends on the differences in their distribution ratios between the 
mobile phase and the liquid stationary phase. The more the distribution of a substance favours the stationary 
phase, the more slowly it progresses through the column. 

When cellulose is used as a stationary phase, with water or aqueous organic solvents as eluents, the separation 
of substances is by partition between the eluting mixture and the water adsorbed on the column. This is similar 
to the cellulose in paper chromatography. 
For chromatography on dextran gels see page 22. 

Flash Chromatography 

A faster method of separating components of a mixture is flash chromatography (see Still et al. JOC43 2923 
1978). In flash chromatography the eluent flows through the column under a pressure of ca 1 to 4 
atmospheres. The lower end of the chromatographic column has a relatively long taper closed with a tap. The 
upper end of the column is connected through a ball joint to a tap. The tapered portion is plugged with cotton, 
or quartz, wool and ca 1 cm of fine washed sand. The adsorbant is then placed in the column as a dry powder or 
as a slurry in a solvent and allowed to fill about one third of the column. A fine grade of adsorbant is required in 
order to slow the flow rate at the higher pressure, e.g. Silica 60, 230 to 400 mesh (ASTM) with particle size 
0.040-0.063mm (from Merck). The top of the adsorbant is layered with ca 1 cm of fine washed sand. The 
mixture in the smallest volume of solvent is applied at the top of the column and allowed to flow into the 
adsorbant under gravity by opening the lower tap momentarily. The top of the column is filled with eluent, the 
ball joint assembled, clipped together, the upper tap is connected by a tube to a nitrogen supply from a cylinder, 
or to compressed air, and turned on to the desired pressure (monitor with a gauge). The lower tap is turned on 
and fractions are collected rapidly until the level of eluent has reached the top of the adsorbant (do not allow the 
column to run dry). If further elution is desired then both taps are turned off, the column is filled with more 
eluting solvent and the process repeated. The top of the column can be modified so that gradient elution can be 
performed. Alternatively, an apparatus for producing the gradient is connected to the upper tap by a long tube 
and placed high above the column in order to produce the required hydrostatic pressure. Flash chromatography is 
more efficient and gives higher resolution than conventional chromatography at atmospheric pressure and is 
completed in a relatively shorter time. A successful separation of components of a mixture by TLC using the 
same adsorbant is a good indication that flash chromatography will give the desired separation on a larger scale. 

Paired-ion Chromatography 

Mixtures containing ionic compounds (e.g. acids and/or bases), non-ionisable compounds, and zwitterions, can 
be separated successfully by paired-ion chromatography (PIC). It utilises the N reverse-phase' technique (Eksberg 
and Schill AC 45 2092 1973), The stationary phase is lipophilic, such as (i-BONDAPAK Cjg (Waters Assoc) 
or any other adsorbent that is compatible with water. The mobile phase is water or aqueous methanol 
containing the acidic or basic counter ion. Thus the mobile phase consists of dilute solutions of strong acids 
(e.g. 5mM l-heptanesulphonic acid) or strong bases (e.g. 5 mM tetrabutylammonium phosphate) that are 
completely ionised at the operating pH values which are usually between 2 and 8. An equilibrium is set up 
between the neutral species of a mixture in the stationary phase and the respective ionised (anion or cation) 
species which dissolve in the mobile phase containing the counter ions. The extent of the equilibrium will 
depend on the ionisation constants of the respective components of the mixture, and the solubility of the 
unionised species in the stationary phase. Since the ionisation constants and the solubility in the stationary 
phase will vary with the water-methanol ratio of the mobile phase, the separation may be improved by altering 
this ratio gradually (gradient elution) or stepwise. If the compounds are eluted too rapidly the water content of 
the mobile phase should be increased, e.g. by steps of 10%. Conversely, if components do not move, or move 
slowly, the methanol content of the mobile phase should be increased by steps of 10%. 

The application of pressure to the liquid phase in liquid chromatography generally increases the separation (see 
HPLC). Also in PIC improved efficiency of the column is observed if pressure is applied to the mobile phase 
(Wittmer, Nuessle and Haney AC 47 1422 1975). 
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Ion-exchange Chromatography 

Ion-exchange chromatography involves an electrostatic process which depends on the relative affinities of 
various types of ions for an immobilised assembly of ions of opposite charge. The stationary phase is an 
aqueous buffer with a fixed pH or an aqueous mixture of buffers in which the pH is continuously increased or 
decreased as the separation may require. This form of liquid chromatography can also be performed at high inlet 
pressures of liquid with increased column performances. 

Ion -exchange Resins. An ion-exchange resin is made up of particles of an insoluble elastic 
hydrocarbon network to which is attached a large number of ioni sable groups. Materials commonly used comprise 
synthetic ion-exchange resins made, for example, by crosslinking polystyrene to which has been attached non- 
diffusible ionised or ionisable groups. Resins with relatively high crosslinkage (8-12%) are suitable for the 
chromatography of small ions, whereas those with low crosslinkage (2-4%) are suitable for larger molecules. 
Applications to hydrophobic systems are possible using aqueous gels with phenyls bound to the rigid matrix (Phenyl- 
Superose, Pharmacia) or neopentyl chains (Alkyl-Superose, Pharmacia). (Superose is a cross-linked agarose-based 
medium with an almost uniform bead size.) These groups are further distinguishable as strong (-S0 2 OH, -NRj*) or weak 
(-OH. -C0 2 H, -PO(OH) 2 , -NHy. Their charges are counterbalanced by diffusible ions, and the operation of a column 
depends on its ability and selectivity to replace these ions. The exchange that takes place is primarily an electrostatic 
process but adsorptive forces and hydrogen bonding can also be important. A typical sequence for the relative 
affinities of some common anions (and hence the inverse order in which they pass through such a column), is the 
following, obtained using a quaternary ammonium (strong base) anion-exchange column: 

Fluoride < acetate < bicarbonate < hydroxide < formate < chloride < bromate < nitrite < cyanide < bromide < 
chromate < nitrate < iodide < thiocyanate < oxalate < sulphate < citrate. 

For an amine (weak base) anion-exchange column in its chloride form, the following order has been observed: 

Fluoride < chloride < bromide = iodide = acetate < molybdate < phosphate < arsenate < nitrate < tartrate < 
citrate < chromate < sulphate < hydroxide. 

With strong cation-exchangers, the usual sequence is that polyvalent ions bind more firmly than mono- or di- valent 
ones, a typical series being as follows: 

Th 4 * > Fe 3 * > AF* > Ba 2+ > Pb 2+ > Sr* + > Ca 2+ > Co 2 + > Ni 2+ = Cu 2+ > Zn 2+ = Mg 2 * > U0 2 + = Mn 2+ > Ag + > 
IT > Cs + > Rb* > NH 4 * * K* > Na* > H* > Li*. 

Thus, if an aqueous solution of a sodium salt contaminated with heavy metals is passed through the sodium form of 
such a column, the heavy metal ions will be removed from the solution and will be replaced by sodium ions from the 
column. This effect is greatest in dilute solution. Passage of sufficiently strong solutions of alkali metal salts or 
mineral acids readily displaces all other cations from ion-exchange columns. (The regeneration of columns depends 
on this property.) However, when the cations lie well to the left in the above series it is often advantageous to use a 
complex-forming species to facilitate removal. For example, iron can be displaced from ion-exchange columns by 
passage of sodium citrate or sodium ethylenediaminetetraacetate. 
Some of the more common commercially available resins are listed in Table 13. 

Ion-exchange resins swell in water to an extent which depends on the amount of crosslinking in the polymer, so that 
columns should be prepared from the wet material by adding it as a suspension in water to a tube already partially filled 
with water. (This also avoids trapping air bubbles,) The exchange capacity of a resin is commonly expressed as mg 
equiv./ml of wet resin. This quantity is pH-dependent for weak-acid or weak-base resins but is constant at about 0.6-2 
for most strong-acid or strong-base types. 

Apart from their obvious applications to inorganic species, sulphonic acid resins have been used in purifying amino 
acids, aminosugars, organic acids, peptides, purines, pyrimidines, nucleosides, nucleotides and polynucleotides. 
Thus, organic bases can be applied to the H+ form of such resins by adsorbing them from neutral solution and, after 
washing with water, they are eluted sequentially with suitable buffer solutions or dilute acids. Alternatively, by 
passing alkali solution through the column, the bases will be displaced in an order that is governed by their pK values. 
Similarly, strong-base anion exchangers have been used for aldehydes and ketones (as bisulphite addition compounds), 
carbohydrates (as their borate complexes), nucleosides, nucleotides, organic acids, phosphate esters and uronic acids. 
Weakly acidic and weakly basic exchange resins have also found extensive applications, mainly in resolving weakly 
basic and acidic species. For demineralisation of solutions without large changes in pH, mixed-bed resins can be 
prepared by mixing a cation-exchange resin in its H + form with an anion-exchange resin in its OH" form. Commercial 
examples include Amberlite MB-1 (IR-120 + IRA-400) and Bio-Deminrolit (Zeo-Karb 225 and Zerolit FF). The latter is 
also available in a self-indicating form. 

Ion-exchange Celluloses and Sephadex. A different type of ion-exchange column that is finding 
extensive application in biochemistry for the purification of proteins, nucleic acids and acidic polysaccharides derives 
from cellulose by incorporating acidic and basic groups to give ion-exchangers of controlled acid and basic strengths. 
Commercially available cellulose- type resins are given in Tables 14 and 15. AG 501 x 8 (Bio-Rad) is a mixed-bed 
resin containing equivalents of AG 50W-x8 H* form and AG l-x8 OH' form, and Bio-Rex MSZ 501 resin. A dye marker 
indicates when the resin is exhausted. Removal of unwanted cations, particularly of the transition metals, from amino 
acids and buffer can be achieved by passage of the solution through a column of Chelex 20 or Chelex 100. The metal- 
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acids and buffer can be achieved by passage of the solution through a column of Chelex 20 or Chelex 100. The metal- 
chelating abilities of the resin reside in the bonded i mi nodi acetate groups. Chelex can be regenerated by washing in 
two bed volumes of 1M HC1, two bed volumes of 1M NaOH and five bed volumes of water. 

Ion-exchange celluloses are available in different particle sizes. It is important that the amounts of Tines' are kept to a 
minimum otherwise the flow of liquid through the column can be extremely slow and almost stop. Celluloses with a 
large range of particle sizes should be freed from Tines' before use. This is done by suspending the powder in the 
required buffer and allowing it to settle for one hour and then decanting the 'fines'. This separation appears to be 
wasteful but it is necessary for reasonable flow rates without applying high pressures at the top of the column. Good 
flow rates can be obtained if the cellulose column is packed dry whereby the Tines' are evenly distributed throughout 
the column. Wet packing causes the fines to rise to the top of the column, which thus becomes clogged. 
Several ion-exchange celluloses require recycling before use, a process which must be applied for recovered celluloses. 
Recycling is done by stirring the cellulose with 0.1M aqueous sodium hydroxide, washing with water until neutral, 
then suspending in 0.1 M hydrochloric acid and finally washing with water until neutral. When regenerating a column 
it is advisable to wash with a salt solution (containing the required counter ions) of increasing ionic strength up to 2M. 
The cellulose is then washed with water and recycled if necessary. Recycling can be carried out more than once if there 
are doubts about the purity of the cellulose and when the cellulose had been used previously for a different purification 
procedure than the one to be used. The basic matrix of these ion -exchangers is cellulose and it is important not to 
subject them to strong acid (> 1M) and strongly basic (> 1M) solutions. 

When storing ion-exchange celluloses, or during prolonged usage, it is important to avoid growth of microorganisms 
or moulds which slowly destroy the cellulose. Good inhibitors of microorganisms are phenyl mercuric salts (0.001%, 
effective in weakly alkaline solutions), chlorohexidine (Hibitane at 0.002% for anion exchangers), 0.02% aqueous 
sodium azide or 0.005% of ethyl mercuric thiosalicylate (Merthiolate) are most effective in weakly acidic solutions for 
cation exchangers. Trichlorobutanol (Chloretone, at 0.05% is only effective in weakly acidic solutions) can be used 
for both anion and cation exchangers. Most organic solvents (e.g. methanol) are effective antimicrobial agents but 
only at high concentrations. These inhibitors must be removed by washing the columns thoroughly before use 
because they may have adverse effects on the material to be purified (e.g. inactivation of enzymes or other active 
preparations). 

In recent years other carbohydrate matrices such as Sephadex (based on dextran) have been developed which have more 
uniform particle sizes. Their advantages over the celluloses include faster and more reproducible flow rates and they 
can be used directly without removal of Tines'. 

Sephadex, which can also be obtained in a variety of ion-exchange forms (see Table 15) consists of beads of a cross- 
linked dextran gel which swells in water and aqueous salt solutions. The smaller the bead size the higher the resolution 
that is possible but the slower the flow rate. Typical applications of Sephadex gels are the fractionation of mixtures of 
polypeptides, proteins, nucleic acids, polysaccharides and for desalting solutions. 

Sephadex is a bead form of cross-linked dextran gel. Sepharose CL and Bio-Gel A are derived from agarose. Sephadex 
ion-exchangers, unlike celluloses, are available in narrow ranges of particle sizes. These are of two medium types, the 
G-25 and G-50, and their dry bead diameter sizes are ca 50 to 150 microns. They are available as cation and anion 
exchange Sephadex. One of the disadvantages of using Sephadex ion-exchangers is that the bed volume can change 
considerably with alteration of pH. Ultragels also suffer from this disadvantage to a varying extent, but ion- 
exchangers of the bead type have been developed e.g. Fractogels, Toyopearl, which do not suffer from this 
disadvantage. 

Sepharose (e.g. Sepharose CL and Bio-Gel A) is a bead form of agarose gel which is useful for the fractionation of high 
molecular weight substances, for molecular weight determinations of large molecules (molecular weight > 5000), and 
for the immobilisation of enzymes, antibodies, hormones and receptors usually for affinity chromatography 
applications. 

In preparing any of the above for use in columns, the dry powder is evacuated, then mixed under reduced pressure with 
water or the appropriate buffer solution. Alternatively it is stirred gently with the solution until all air bubbles are 
removed. Because some of the wet powders change volumes reversibly with alteration of pH or ionic strength (see 
above), it is imperative to make allowances when packing columns (see above) in order to avoid overflowing of 
packing when the pH or salt concentrations are altered. 

Ceilex CM ion-exchange cellulose can be purified by treatment of 30-40g (dry weight) with 500ml of ImM 
cysteine hydrochloride. It is then filtered through a Biichner funnel and the filter cake is suspended in 500ml of 0.05M 
NaCl/0.5M NaOH. This is filtered and the filter cake is resuspended in 500ml of distd water and filtered again. The 
process is repeated until the washings are free from chloride ions. The filter cake is again suspended in 500ml of 
0.01 M buffer at the desired pH for chromatography, filtered, and the last step repeated several times. 
Ceilex D and other anionic celluloses are washed with 0.25M NaCI/0.25M NaOH solution, then twice with deionised 
water. This is followed with 0.25M NaCl and then washed with water until chloride- free. The Ceilex is then 
equilibrated with the desired buffer as above. 

Crystalline Hydroxylapatite is a structurally organised, highly polar material which, in aqueous solution 
(in buffers) strongly adsorbs macromolecules such as proteins and nucleic acids, permitting their separation by 
virtue of the interaction with charged phosphate groups and calcium ions, as well by physical adsorption. The 
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procedure therefore is not entirely ion-exchange in nature. Chromatographic separations of singly and doubly 
stranded DNA are readily achievable whereas there is negligible adsorption of low molecular weight species. 

Gel Filtration 

The gel-like, bead nature of wet Sephadex (a modified dextran) enables small molecules such as inorganic salts 
to diffuse freely into it while, at the same time, protein molecules are unable to do so. Hence, passage through 
a Sephadex column can be used for complete removal of salts from protein solutions. Polysaccharides can be 
freed from monosaccharides and other small molecules because of their differential retardation. Similarly, amino 
acids can be separated from proteins and large peptides. 

Gel filtration using Sephadex G-types (50 to 200, from Pharmacia, Uppsala, Sweden) is essentially useful for 
fractionation of large molecules with molecular weights above 1000. For Superose (Pharmacia) the range is 
given as 5000 to 5 x 10 6 . Fractionation of lower molecular weight solutes (e,g, ethylene glycols, benzyl 
alcohols) can now be achieved with Sephadex G-10 (up to Mol.Wt 700) and G-25 (up to MoI.Wt 1500). These 
dextrans are used only in aqueous solutions. More recently, however, Sephadex LH-20 and LH-60 (prepared by 
hydroxypropylation of Sephadex) have become available and are used for the separation of small molecules 
(Mol.Wt less than 500) using most of the common organic solvents as well as water. 

Sephasorb HP (ultrafine, prepared by hydroxypropylation of crossed-linked dextran) can also be used for the 
separation of small molecules in organic solvents and water, and in addition it can withstand pressures up to 
1400 psi making it useful in HPLC. Because solutions with high and low pH values slowly decompose, these 
gels are best operated at pH values between 2 and 12 (see further in Chapter 5). 

High Performance Liquid Chromatography (HPLC) 

When pressure is applied at the inlet of a liquid chromatographic column the performance of the column can be 
increased by several orders of magnitude. This is partly because of the increased speed at which the liquid flows 
through the column and partly because fine column packings can be used which have larger surface areas. 
Because of the improved efficiency of the columns this technique has been referred to as high performance, high 
pressure, or high speed liquid chromatography. 

Equipment consists of a hydraulic system to provide the pressure at the inlet of the column, a column, a detector and a 
recorder. The pressures used in HPLC vary from a few psi to 4000-5000 psi. The most convenient pressures are, 
however, between 500 and 1800psi. The plumbing is made of stainless steel or non-corrosive metal tubing to 
withstand high pressures. Plastic tubing and connectors are used for low pressures, e.g. up to -500psi. Increase of 
temperature has a very small effect on the performance of a column in liquid chromatography. Smalt variations in 
temperatures, however, do upset the equilibrium of the column, hence it is advisable to place the column in an oven at 
ambient temperature in order to achieve reproducibility. The packing (stationary phase) is specially prepared for 
withstanding high pressures. It may be an adsorbent (for adsorption or solid-liquid HPLC), a material impregnated with 
a high boiling liquid (e.g. octadecyl sulphate, in reverse-phase or liquid-liquid or paired-ion HPLC), an ion-exchange 
material (in ion-exchange HPLC), or a highly porous non-ionic gel (for high performance gel filtration). The mobile 
phase is water, aqueous buffers, salt solutions, organic solvents or mixtures of these. The more commonly used 
detectors have UV, visible, or fluorescence monitoring for light absorbing substances, and refractive index 
monitoring for transparent compounds. The sensitivity of the refractive index monitoring is usually lower than the 
light absorpting monitoring by a factor of ten or more. The cells of the monitoring devices are very small (ca 5 \sX) and 
the detection is very good. The volumes of the analytical columns are quite small (ca 2ml for a I metre column) hence 
the result of an analysis is achieved very quickly. Larger columns have been used for preparative work and can be used 
with the same equipment. Most modern machines have solvent mixing chambers for solvent gradient or ion gradient 
elution. The solvent gradient (for two solvents) or pH or ion gradient can be adjusted in a linear, increasing or 
decreasing exponential manner. Some of the more common column packings are listed in Table 16. 

Purification of stereoisomers has been achieved by applying HPLC using a chiral stationary phase such as (R)- 
N-3,5-dinitrobenzoylphenylglycine or (Sj-3,5-dinitrobenzoylleucine. Examples covering a wide range of 
compounds are given in references by Pirkle et al. in J ACS 103 3964 1981, and ACS Symposium Series no 
185, "Asymmetric Reactions and Processes in Chemistry", Eliel and Otsuka eds (Amer Chem Soc, Washington 
DC, pp 245-260, 1982); see more recent references on chiral chromatography on p 44. 

Other Types of Liquid Chromatography 

New stationary phases for specific purposes in chromatographic separation are being continually proposed. 
Charge transfer adsorption chromatography makes use of a stationary phase which contains immobilised 
aromatic compounds and permits the separation of aromatic compounds by virtue of the ability to form charge 
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transfer complexes (sometimes coloured) with the stationary phase. The separation is caused by the differences 
in stability of these complexes (Porath and Dahlgren-Caldwell JC 133 180 1977), 

In metal chelate adsorption chromatography a metal is immobilised by partial chelation on a column which 
contains bi- or tri- dentate ligands. Its application is in the separation of substances which can complex with 
the bound metals and depends on the stability constants of the various ligands (Porath, Carlsson, Olsson and 
Belfrage Nature 258 598 1975; Loennerdal, Carlsson and Porath FEBS LETT7S 89 1977). 
An application of chromatography which has found extensive use in biochemistry and has brought a new 
dimension in the purification of enzymes is affinity chromatography. A specific enzyme inhibitor is attached by 
covalent bonding to a stationary phase (e.g. AH-Sepharose 4B for acidic inhibitors and CH-Sepharose 4B for 
basic inhibitors), and will strongly adsorb only the specific enzyme which is inhibited, allowing all other 
proteins to flow through the column. The enzyme is then eluted with a solution of high ionic strength (e.g. 
1M sodium chloride) or a solution containing a substrate or reversible inhibitor of the specific enzyme. (The 
ionic medium can be removed by gel filtration using a mixed-bed gel.) Similarly, an immobilised lectin may 
interact with the carbohydrate moiety of a glycoprotein. The most frequently used matrixes are cross-linked (4- 
6%) agarose and polyacrylamide gel. Many adsorbents are commercially available for nucleotides, coenzymes 
and vitamins, amino acids, peptides and lectins. Considerable purification can be achieved by one passage 
through the column and the column can be reused several times. 

The affinity method may be biospecific, for example as an antibody-antigen interaction chemical as in the 
chelation of boronate by cfr-diols, or of unknown origin as in the binding of certain dyes to albumin. 

Hydrophobic adsorption chromatography takes advantage of the hydrophobic properties of substances to be 
separated and has also found use in biochemistry (Hoftsee BBRC 50 751 1973 ; Jennissen and Heilmayer Jr 
Biochemistry 14 754 1975). Specific covalent binding with the stationary phase, a procedure that was called 
covalent chromatography, has been used for separation of compounds and for immobilising enzymes on a 
support: the column was then used to carry out specific bioorganic reactions (Mosbach Methods in Enzymology 
44, 1976; A.Rosevear, J.F.Kennedy and J.M.S.Cabral, Immobilised Enzymes and Cells: A Laboratory Manual, 
Adam Hilger, Bristol, 1987). 

Vapour Phase Chromatography 

The mobile phase in vapour phase chromatography is a gas (e.g. hydrogen, helium, nitrogen or argon) and the 
stationary phase is a non-volatile liquid impregnated onto a porous material. The mixture to be purified is 
injected into a heated inlet whereby it is vaporised and taken into the column by the carrier gas. It is separated 
into its components by partition between the liquid on the porous support and the gas. For this reason vapour- 
phase chromatography is sometimes referred to as gas-liquid chromatography. 

Although this technique was first used for analytical purposes in 1952, its application to the purification of chemicals 
at a preparative level is much more recent and commercial instruments for this purpose are currently in a state of rapid 
development. This type of partition chromatography uses a tubular column packed with an inert material which is 
impregnated with a liquid. This liquid separates components of gases or vapours as they flow through the column. On 
a preparative scale, use of a large column heated slightly above the boiling point of the material to be processed makes 
it possible to purify in this way small quantities of many volatile organic substances. For example, if the impurities 
have a greater affinity for the liquid in the column than the desired component has, the latter will emerge first and in a 
substantially pure form. 

In operation, the organic material is carried as a vapour in a carrier gas such as hydrogen, helium, carbon dioxide, 
nitrogen or argon (in a manner analogous to a solution in a suitable solvent in liquid chromatography). The technique 
that is almost invariably used is to inject the substance (for example, by means of a hypodermic syringe) over a 
relatively short time on to the surface of the column through which is maintained a slow continuous passage of the 
chemically inert carrier gas. This leads to the progressive elution of individual components from the column in a 
manner analogous to the movement of bands in conventional chromatography. As substances emerge from the column 
they can be condensed in suitable traps. The carrier gas blows the vapour through these traps hence these traps have to 
be very efficient. Improved collection of the effluent vaporised fractions in preparative work is attained by strong 
cooling, increasing the surface of the traps by packing them with glass wool, and by applying an electrical potential 
which neutralises the charged vapour and causes it to condense. 

The choice of carrier gas is largely determined by the type of detection system that is available (see below). Column 
efficiency is greater in argon, nitrogen or carbon dioxide than it is in helium or hydrogen, but the latter are less 
impeded by flowing through packed columns so that lower pressure differentials exist between inlet and outlet. The 
packing in the column is usually an inert supporting material such as powdered firebrick, or a firebrick-Celite mixture 
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coated with a high-boiling organic liquid as the stationary phase. These liquids include Apiezon oils and greases, di- 
esters (such as dibutyiphthalate or di-2-ethylhexyl sebacate), polyesters (such as diethyleneglycol sebacate), 
polyethylene glycols, hydrocarbons (such as Nujol or squalene), silicone oils and tricresyl phosphate. 
The coating material (about 75ml per 100ml of column packing) is applied as a solution in a suitable solvent such as 
methylene chloride, acetone, methanol or pentane, which is then allowed to evaporate in air, over a steam-bath, or in a 
vacuum oven (provided the adsorbed substance is sufficiently non-volatile). The order in which a mixture of substances 
travels through such columns depends on their relative solubilities in the materials making up the stationary phases. 



Stationary Phase 



Mixture 



Benzyl diphenyl 
Benzyl ether 

Bis(2-n-butoxyethyl)phthalate 
Diethylene glycol adipate 
Dimethyl sulpholane (below 40°) 
Dinony! phthalate 



Hexadecane 
Mineral oil 

2,2'-Oxydipropionitrile 



Polyethylene glycols 
Silicone oil 
Silicone-stearic acid 
Squalane 

Tricresyl phosphate 



Aromatic molecules 
Saturated hydrocarbons and olefines 
Saturated hydrocarbons and olefines 
Methyl esters of fatty acids up to C 2 4 
Saturated and unsaturated hydrocarbons 
Paraffins, olefines, low molecular weight 
aromatics, alcohols (up to amyl alcohol), 
lower ethers, esters and carbonyl compounds. 
Low-boiling hydrocarbons 
Aliphatic and aromatic amines 
Paraffins, cycloalkanes, olefines, ethers, 
alkylbenzenes, acetates, aldehydes, alcohols, 
acetals and ketones 
Aromatic molecules from paraffins 
Aromatic hydrocarbons, alcohols, esters 
Fatty acids 

Saturated hydrocarbons 

Hexanes, heptanes, aromatics, organic sulphur 
compounds and aliphatic chlorides 



The three main requirements of a liquid for use in a gas chromatograph column are that it must have a high boiling 
point, a low vapour pressure, and at the same time permit adequate separation of components fairly rapidly. As a rough 
guide, the boiling point should be at least 250° above the temperature of the column, and, at column temperatures, the 
liquid should not be too viscous, nor should it react chemically with the sample. Liquids suitable for use as stationary 
phases in gas chromatography are given in Table 17 and above. 

Where the stationary phase is chemically similar to the material to be separated, the main factors governing the 
separation will be the molecular weight and the shape. Otherwise, polar interactions must also be considered, for 
example hydroxylated compounds used for stationary phases are likely to retard the movement through the column of 
substances with hydrogen accepting groups. A useful guide to the selection of a suitable stationary phase is to 
compare, on the basis of polarity, possible materials with the components to be separated. This means that, in 
general, solute and solvent will be members of the same, or of adjacent, classes in the following groupings: 

A. Water, polyhydric alcohols, aminoalcohols, oxyacids, polyphenols, di- and tri-carboxylic acids. 

B. Alcohols, fatty acids, phenols, primary and secondary amines, oximes, nitro compounds, nitriles with a-H 
atoms. 

C. Ethers, ketones, aldehydes, esters, tertiary amines, nitriles without a-H atoms. 

D. Chlorinated aromatic or olefinic hydrocarbons. 

E. Saturated hydrocarbons, carbon disulphide, tetrachloro methane. 

Material emerging from the column is detected by a thermal -conductivity cell, an ionisation method, or a gas-density 
balance. 

The first of these methods, which is applicable when hydrogen or helium is used as carrier gas, depends on the 
differences in heat conductivities between these gases and most others, including organic substances. The resistance 
of a tungsten or platinum wire heated by a constant electric current will vary with its temperature which, in turn, is a 
function of the thermal conductivity through the gas. These devices, also known as catharometers, can detect about 
10* 8 moles of substance. When argon is used as carrier gas, an ionisation method is practicable. It is based on 
measurement of the current between two electrodes at different voltages in the presence of a suitable emitter of B- 
radiation. The gas-density balance method depends on measurement of the difference in thermal e.m.f. between two 
equally warmed copper-constantan thermocouples located in the cross-channel of what constitutes a mechanical 
equivalent to the Wheatstone bridge. Any increase in density of the effluent gas relative to the reference gas will cause 
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movement of gas along the cross-channel, and hence cool one of the thermocouples relative to the other. The 
technique is comparable in sensitivity with the thermal-conductivity method. 

More recently glass capillary columns have been used. These columns can be several metres long. The glass 
capillary wall acts as the support onto which is coated the liquid phase. These columns have much superior 
separating powers than the conventional columns. In some cases the resolution is so good that enantiomeric 
and diastereomeric compounds have been separated. When these columns are attached to a mass spectrometer a 
very powerful analytical tool (gas chromatography-mass spectrometry, GC-MS) is produced. Because of the 
relatively small amounts of material required for mass spectrometry, a splitting system is inserted between the 
column and the mass spectrometer. This enables only a small fraction of the effluent to enter the spectrometer, 
the rest of the effluent is usually vented to the air. Even more recently a liquid chromatographic column has 
replaced the gas chromatographic column in the chromatography-mass spectrometry analyses 

Paper Chromatography 

Paper chromatography is basically a type of partition chromatography between water adsorbed onto the cellulose 
fibre of the paper and a liquid mobile phase in a closed tank. The most common application is the ascending 
solvent technique. The paper is hung by means of clips or string and the lower end is made to dip into the 
eluting solvent. The material under test is applied as a spot 2.5 cm or so above the lower end of the paper and 
marked with a pencil. It is important that the spots are above the eluting solvent before it begins to rise up the 
paper by capillarity. Eluents are normally aqueous mixtures of organic solvents, acids or bases. (For solvent 
systems see Lederer and Lederer, p 44). The descending technique has also been used, and in this case the top of 
the paper dips into a trough containing the eluent which travels downwards, also by capillarity. The spots are 
applied at the top of the paper close to the solvent trough. A closed tank is necessary for these operations 
because better reproducibility is achieved if the solvent and vapour in the tank are in equilibrium. The tanks 
have to be kept away from draughts. Elution times vary from several hours to a day depending on the solvent 
system and paper. For more efficient separations the dried paper is eluted with a different solvent along a 
direction which is 90° from that of the first elution. This is referred as two dimensional paper chromatography. 
In a third application (circular paper chromatography) ordinary circular filter papers are used. The filter paper is 
placed between two glass plates. The upper plate has a hole in the centre which is coincident with the centre of 
the paper. A strong solution of the mixture is then separated radially by the eluting solvent. A strong solution 
of the mixture is placed in this hole followed by the eluting solvent. After the solvents have travelled the 
required distances in the above separations, the papers are air dried and the spots are revealed by their natural 
colours or, by spraying with a reagent that forms a coloured product with the spots. In many cases, the 
positions of the spots can be seen as light fluorescing or absorbing spots when viewed under UV light. 
The use of thick paper such as Whatman nos 3 or 3 1 (0.3-0.5mm) increases the amounts that can be handled (up 
to about lOOmg per sheet). Larger quantities require multiple sheets or cardboard, e.g. Scheicher and Schull nos 
2071 (0.65mm), 2230 (0.9mm) or 2181 (4mm). For even larger amounts recourse may be had to chromatopack 
or chromatopile procedures. The latter use a large number (200-500) of identical filter papers stacked and 
compressed in a column, the material to be purified being adsorbed onto a small number of these discs which, 
after drying, are placed almost at the top of the column. The column is then subjected to descendiing 
development, and bands are separated mechanically by disassembling the filter papers. Instead of filter papers, 
cellulose powder may be suitable, the column being packed by first suspending the powder in the solvent to be 
used for development. Yet another variation employs tightly wound paper roll columns contained in thin 
polythene skins. (These are unsuitable for such solvents as benzene, chloroform, collidine, ethyl ether, pyridine 
and toluene). 

The technique of paper chromatography has been almost entirely superseded by thin- or thick-layer 
chromatography (see below). 

Thin or Thick Layer Chromatography (TLC) 

Thin layer chromatography is in principle similar to paper chromatography when used in the ascending method, 
i.e. the solvent creeps up the stationary phase by capillarity. The adsorbent (e.g. silica, alumina, cellulose) is 
spread on a rectangular glass plate (or solid inert plastic sheet). Some adsorbents (e.g. silica) are mixed with a 
setting material (e.g. CaS0 4 ) by the manufacturers which causes the film to set on drying. The adsorbent can 
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be activated by heating at 100-1 10° for a few hours. Other adsorbents (e.g. celluloses) adhere on glass plates 
without a setting agent. The materials to be purified are spotted in the solvent close to the lower end of the 
plate and allowed to dry. The spots will need to be placed at such a distance as to ensure that when the lower 
end of the plate is immersed in the solvent, the spots are a few mm above the eluting solvent. The plate is 
placed upright in a tank containing the eluting solvent. Elution is carried out in a closed tank as in paper 
chromatography to ensure equilibrium. It requires less than three hours for the solvent to reach the top of the 
plate. Good separations can be achieved with square plates if a second elution is performed at right angles to 
the first as in two dimensional paper chromatography. For rapid work plates of the size of microscopic slides or 
even smaller are used which can decrease the elution time to as little as fifteen minutes without loss of 
resolution. The advantage of plastic backed plates is that the size of the plate can be made as required by cutting 
the sheet with scissors. 

The thickness of the plates could be between 0.2mm to 2mm or more. The thicker plates are used for 
preparative work in which hundreds of milligrams of mixtures can be purified conveniently and quickly. The 
spots or areas are easily scraped off the plates and eluted with the required solvent. These can be revealed on the 
plates by UV light if they are UV absorbing or fluorescing substances, by spraying with a reagent that gives 
coloured products with the spot (e.g. iodine solution or vapour gives brown colours with amines), or with dilute 
sulphuric acid (organic compounds become coloured or black when the plates are heated at 100°) if the plates are 
of alumina or silica, but not cellulose. Some alumina and silica powders are available with fluorescent 
materials in them, in which case the whole plate fluoresces under UV light. Non-fluorescing spots are thus 
clearly visible, and fluorescent spots invariably fluoresce with a different colour. The colour of the spots can be 
different under UV light at 254nm and at 365nm. Another useful way of showing up non-UV absorbing spots 
is to spray the plate with a 1-2% solution of Rhodamine 6G in acetone. Under UV light the dye fluoresces and 
reveals the non-fluorescing spots. If the material in the spot is soluble in ether, benzene or light petroleum, the 
spots can be extracted from the powder with these solvents which leave the water soluble dye behind. 
Thin and thick layer chromatography have been used successfully with ion-exchange celluloses as stationary 
phases and various aqueous buffers as mobile phases. Also, gels (e.g. Sephadex G-50 to G-200 superfine) have 
been adsorbed on glass plates and are good for fractionating substances of high molecular weights (1500 to 
250,000). With this technique, which is called thin layer gel filtration (TLG), molecular weights of proteins 
can be determined when suitable markers of known molecular weights are run alongside. 
Commercially available precoated plates with a variety of adsorbents are generally very good for quantitative 
work because they are of a standard quality. More recently plates of a standardised silica gel 60 (as medium 
porosity silica gel with a mean porosity of 6mm) were released by Merck. These have a specific surface of 500 
m 2 /g and a specific pore volume of 0.75 ml/g. They are so efficient that they have been called high performance 
thin layer chromatography (HPTLC) plates (Ropphahn and Halpap JC 112 81 1975). In another variant of 
thin layer chromatography the adsorbent is coated with an oil as in gas chromatography thus producing reverse- 
phase thin layer chromatography. 

A very efficient thin layer form of circular paper chromatography makes use of a circular glass disc coated with 
an adsorbent (silica, alumina or cellulose). The apparatus is called a Cbromatotron (available from Harrison 
Research, USA). The disc is rotated by a motor, and the sample followed by the eluting solvent are allowed to 
drip onto a central position on the plate. As the plate rotates the solvent elutes the mixture, centrifugally, while 
separating the components in the form of circles radiating from the central point. When elution is complete the 
revolving circular plate is stopped and the circular bands are scraped off and extracted with a suitable solvent. 

SOLVENT EXTRACTION AND DISTRIBUTION 

Extraction of a substance from suspension or solution into another solvent can sometimes be used as a 
purification process. Thus, organic substances can often be separated from inorganic impurities by shaking an 
aqueous solution or suspension with suitable immiscible solvents such as benzene, carbon tetrachloride, 
chloroform, ethyl ether, isopropyl ether or petroleum ether. After several such extractions the combined organic 
phase is dried and the solvent is evaporated. Grease from the glass taps of conventional separating funnels is 
invariably soluble in the solvents used. Contamination with grease can be very troublesome particularly when 
the amounts of material to be extracted are very small. Instead, the glass taps should be lubricated with the 
extraction solvent; or better, the taps of the extraction funnels should be made of the more expensive material 
Teflon. Immiscible solvents suitable for extractions are given in Table 18. Addition of electrolytes (such as 
ammonium sulphate, calcium chloride or sodium chloride) to the aqueous phase helps to ensure that the organic 
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